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METHOD OF SOLUBILIZING, PURIFYING, AND REFOLDING PROTEIN 

Technical Field o f the Invention 

The invention relates to methods useful for refolding, solubOizing, formulating 
5 and purifying proteins. These methods are particularly useful for proteins that have been 
engineered by genetic recombination and produced in bacterial, yeast or other cells in a 
form that has a non-native tertiary structure. 
BackgropiKl pf thg Invention 

To understand folly the entire process of gene expression, it is as important to 

10 understand the process for the folding of the peptide chain into a biologically active 
protein as it is important to understand the synthesis of the primary sequence. The 
biological activities of proteins depend not only on their amino acid sequences but also 
on the discrete conformations of the proteins concerned, and slight disturbances to the 
conformational integrity of a protein can destroy its activity. Tsou et al (1988) 

15 Biochemistry 27:1809-1812. 

Under the proper conditions, the in vitro refolding of purified, denatured proteins 
to achieve the native secondary and tertiary structure is a spontaneous process. To 
avoid formation of stable, but undesired, structures, it is necessary to use the tertiary 
interactions (which are formed late in folding) with their high degree of selectivity power 

20 to select and further stabilize those early local structures that are on the correct folding 
pathway. Thus, the finite, but very low, stability of local structures could be the kinetic 
"proofreading" mechanism of protein folding. The activated state of folding with the 
highest energy is a distorted form of the native protein, and the slowest, rate-limiting 
step of unfolding and refolding appears to be close to the native state in terms of ordered 

25 structure. In addition, the refolding of many proteins is not completely reversible in 
vitro, and reactivation yields of less than 100% are frequently observed, which holds true 
in particular for experiments at high protein concentration, and competing aggregation 
of unfolded or partially refolded protein molecules may be the major reason for a 
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lowered reversibility, as described in Fischer and Schmid, (1990) Biochemistry 29:2205- 
2212. 

In the case of sufficiently large protein molecules, the nascent polypeptide chain 
acquires its native three-dimensional structure by the modular assembly of micro- 
domains. Variables including temperature, and cosolvents such as polyols, urea, and 
guahidinhim chloride, have been tested to determine their role in stabilizing and 
destabilizing protein conformations. The action of cosolvents may be the result of direct 
binding or the alterations of the physical properties of water, as described in Jaenicke et 
aL (1991) Biochemistry 30 (13):3147-3161. 

Experimental observations of how unfolded proteins refold to their native three- 
dimensional structures contrast with many popular theories of protein folding 
mechanisms. Under conditions which allow for refolding, unfolded protein molecules 
rapidly equilibrate between different conformations prior to complete refolding. The 
rapid prefolding equilibrium favors certain compact conformations that have somewhat 
Iowa- free energies than the other unfolded conformations. The rate-limiting step occurs 
late in the pathway and involves a high-energy, distorted form of the native 
conformation. There appears to be a single transition through which essentially all 
molecules fold, as described in Creighton et aL (1988; Proc. Nat. Acad Sci. USA 
85:5082-5086. — 

Various methods of refolding of purified, recombinantly produced proteins have 
been used. For example, the protease encoded by the human immunodeficiency vims 
type I (HIV-I) can be produced in Escherichia coli, yielding inclusion bodies harboring 
the recombinant HIV-I protease as described by Hut et aL (1993) J. Prot Chem. 12: 
323-327. The purified HIV-I protease was refolded into an active enzyme by diluting a 
solution of the protein in 50% acetic acid with 25 volumes of buffer at pH 5.5. It was 
found that a higher specific activity of protease was obtained if the purified protein was 
dissolved at approximately 2 mg/ml in 50% acetic acid followed by dilution with 25 
volumes of cold 0.1 M sodium acetate, pH 5.5, containing 5% ethylene glycol and 10% 
glycerol. Exclusion of glycerol and ethylene glycol led to gradual loss of protein due to 
precipitation. About 85 mg of correctly ft>lded HIV-I protease per liter of £ coli cell 
culture was obtained by this method, and the enzyme had a high specific activity. 
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Another example of refolding a recombinant protein is the isolation and refolding 
of H-ras from inclusion bodies of E. coli as described by DeLoskey et al. (1994) Arch. 
Biochem. andBiophys. 311:72-78. In this study, protein concentration, temperature, 
and the presence of 10% glycerol were varied during refolding. The yield of correctly 
5 folded H-ras was highest when the protein was refolded at concentrations less than or 
equal 0.1 mg/ml and was independent of the presence of 10% glycerol. The yield was 
slightly higher at 4» than at 25°C. 

The refolding of Tissue Factor Pathway Inhibitor (also known variously as 
lipoprotein-Associated Coagulation Inhibitor (LACI), Extrinsic Pathway Inhibitor (EPI) 

10 and Tissue Factor Inhibitor (EFI) and hereinafter referred to as "TFPI") produced in a 
bacterial expression system has been described by Gustafson et al (1994) Protein 
Expression and Purification 5: 233-241. In this study, high level expression of TFPI in 
recombinant E coli resulted in the accumulation of TFPI in inclusion bodies. Active 
protein was produced by solubilization of the inclusion bodies in 8M urea, and 

15 purification of the fiill-length molecule was achieved by cation exchange 
chromatography and renaturation in 6M urea. The refolded mixture was then 
fractionated to yield a purified nonglycosylated TFPI possessing in vitro biological 
activity as measure in the Prothombin clotting time assay comparable to TFPI purified 
from mammalian cells. 

20 A non-glycosylated fonn of TFPI has also been produced and isolated from 

Escherichia coli (£ coli) cells as disclosed in U.S. Patent No. 5,212,091, the disclosure 
of which is herein incorporated by reference. The invention described in U.S. Patent No. 
5,212,091 subjected the inclusion bodies containing TFPI to sulfitolysis to form TFPI-S- 
sulfonate, purified TFPI-S-sulfonate by anion exchange chromatography, refolded TEPI- 

25 S-sulfonate by disulfide exchange using cysteine and purified active TFPI by cation 
exchange chromatography. The form of TFPI described in U.S. Patent No. 5,212,091 
has been shown to be active in the inhibition of bovine factor Xa and in the inhibition of 
human tissue factor-induced coagulation in plasma. In some assays, the E. coli- 
produced TFPI has been shown to be more active than native TFPI derived from SK 

30 hepatoma cells. However, TFPI produced in E coli cells is modified in ways that 
increase heterogeneity of the protein. 
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A need exists in the art of refolding recombinantly produced proteins to increase 
the amount of correctly folded TFPI during the refolding process. A need also exists for 
increasing the solubility of TFPL Presently the yields of recombinantly produced TFPI 
have been lower than desirable, and a need exists in the art of producing correctly folded 
TFPI See for example Gustafiison et ah (1994) Protein Expression and Purification 5: 
233-241. 

TFPI inhibits the coagulation cascade in at least two ways: preventing formation 
of feet or Vila/tissue factor complex and by binding to the active site of factor Xa. The 
primary sequence of TFPI, deduced from cDNA sequence, indicates that the protein 
contains three Kunitz-type enzyme inhibitor domains. The first of these domains is 
required for the inhibition of the factor Vila/tissue factor complex. The second Kunitz- 
type domain is needed for the inhibition of factor Xa. The function of the third Kunitz- 
type domain is unknown. TFPI has no known enzymatic activity and is thought to 
inhibit its protease targets in a stoichiometric manner, namely, binding of one TFPI 
Kunitz-type domain to the active site of one protease molecule. The carboxy-terminal 
end of TFPI is believed to have a role in cell surface localization via heparin binding and 
by interaction with phospholipid. TFPI is also known as Lipoprotein Associated 
Coagulation Inhibitor (LACI), Tissue Factor Inhibitor (TFI), and Extrinsic Pathway 
Inhibitor (EPI). 

Mature TFPI is 276 amino acids in length with a negatively charged amino 
terminal end and a positively charged carboxy-terminal end. TFPI contains 18 cysteine 
residues and forms 9 disulphide bridges when correctly folded. The primary sequence 
also contains three Asn-X-Ser/Thr N-linked glycosylation consensus sites, the 
asparagine residues located at positions 145, 195 and 256. The carbohydrate 
component of mature TFPI is approximately 30% of the mass of the protein. However, 
data from proteolytic mapping and mass spectral data imply that the carbohydrate 
moieties are heterogeneous. TFPI is also found to be phosphorylated at the serine 
residue in position 2 of the protein to varying degrees. The phosphorylation does not 
appear to affect TFPI fonction. 

TFPI has been isolated from human plasma and from human tissue culture cells 
including HepG2, Chang liver and SK hepatoma cells. Recombinant TFPI has been 
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expressed in mouse C127 cells, baby hamster kidney cells, Chinese hamster ovary cells 
and human SK hepatoma cells. Recombinant TFPI from the mouse C127 cells has been 
shown in animal models to inhibit tissue-factor induced coagulation. 

A non-glycosylated form of recombinant TFPI has been produced and isolated 
5 from Escherichia colt (£. coif) cells as disclosed in U.S. Pat. No. 5,212,091. This form 
of TFPI has been shown to be active in the inhibition of bovine factor Xa and in the 
inhibition of human tissue factor-induced coagulation in plasma. Methods have also 
been disclosed for purification of TFPI from yeast cell culture medium, such as in 
Petersen*/*/, IBiolChem. 18:13344-13351 (1993). 

10 Recently, another protein with a high degree of structural identity to TFPI has 

been identified. Sprecher etal, Proc. Nat. Acad. ScL USA 91:3353-3357 (1994). The 
predicted secondary structure of this protein, called TFPI-2, is virtually identical to TFPI 
with 3 Kunitz-type domains, 9 cysteine-cysteine linkages, an acidic amino terminus and 
a basic carboxy-terminal tail. The three Kunitz-type domains of TFPI-2 exhibit 43%, 

15 35% and 53% primary sequence identity with TFPI Kunitz-type domains 1, 2, and 3, 
respectively. Recombinant TFPI-2 strongly inhibits the amidolytic activity of factor 
Vila/tissue factor. By contrast, TFPI-2 is a weak inhibitor of factor Xa amidolytic 
activity. 

TFPI has been shown to prevent mortality in a lethal Escherichia coli (E coli) 
20 septic shock baboon model. Creasey et al y J. Clin. Invest. 91:2850-2860 (1993). 
Administration of TFPI at 6 mg/kg body weight shortly after infusion of a lethal dose of 
E coli resulted in survival in all five TFPI-treated animals with significant improvement 
in quality of life compared with a mean survival time for the five control animals of 39.9 
hours. The administration of TFPI also resulted in significant attenuation of the 
25 coagulation response, of various measures of cell injury and significant reduction in 
pathology normally observed in £ coli sepsis target organs, including kidneys, adrenal 
glands, and lungs. 

Due to its clot-inhibiting properties, TFPI may also be used to prevent 
thrombosis during microvascular surgery. For example, U.S. 5,276,015 discloses the 
30 use of TFPI in a method for reducing thrombogenictty of microvascular anastomoses 
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wherein TFPI is administered at the site of the microvascular anastomoses 
contemporaneously with microvascular reconstruction. 

TFPI is a hydrophobic protein and as such, has very limited solubility in aqueous 
solutions. This limited solubility has made the preparation of pharmaceutical^ 
acceptable formulations of TFPI difficult to manufacture, especially for clinical 
indications which may benefit from administration of high doses of TFPI. Thus, a need 
exists in the art for pharmaceutically acceptable compositions containing concentrations 
of TFPI which can be administered to patients in acceptable amounts. 

Brief Description of the Drawings 

Figure 1 is a coomassie stained SDS-PAGE analysis of TFPI peak fractions from 
the Phenyl Sepharose HIC refolding procedure. 

Figure 2 is a plot of the recovery of native TFPI from the HIC column. 

Figure 3 is a plot of the recoveiy of native TFPI from a second HIC column. 

Figure 4 is the amino acid sequence of TFPI. 

Figure 5 shows the solubility of TFPI at different pH conditions. About 10 
mg/mL TFPI in 2M urea was dialyzed against 20 mM acetate, phosphate, citrate, 
glycine, L-ghitamate and succinate in 150 mM NaCl. The concentration of remaining 
soluble TFPI after dialysis was measured by UV absorbance after filtering out the 
precipitates through 0.22 mm filter units. 

Figure 6 shows the solubility of TFPI as a function of concentration of citrate 
in the presence of 10 mM Na phosphate at pH 7. TFPI solubility increases with 
increasing concentration of citrate. 

Figure 7 shows the solubility of TFPI as a function of concentration of NaCl. 
TFPI solubility increases with increasing salt concentration, indicating salt promotes 
solubility of TFPI. 

Figure 8 shows effect of pH on the stability of TFPI prepared in 10 mM Na 
phosphate, 150 mM NaCl and 0.005% (w/v) polysorbate-80. Stability samples 
containing 150 mg/mL TFPI were incubated at 40°C for 20 days. Kinetic rate 
constant for the remaining soluble TFPI was analyzed by following decrease of the 
main peak on cation exchange chromatograms. 
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Figuie 9 shows the percentage of remaining soluble TFPI measured by cation 
exchange HPLC (A) and remaining active TFPI by prothrombin time assay (B) as a 
function of phosphate concentration. The formulation contains ISO mg/mL TFPI 
prepared in 150 mM NaCl and 0.005% (w/v) polysorbate-80 at pH 7 with varying 
5 concentrations of phosphate. 

Figure 10 shows loss of soluble TFPI at 40°C measured by both cation- 
exchange HPLC (triangle) and prothrombin time assay (circle) for 0.5 mg/mL TFPI 
formulated in 10 mM Na citrate, pH 6 and 150 mM NaCl. 

Figure 11 shows loss of soluble TFPI at 40°C measured by both cation- 
10 exchange HPLC (open symbol) and prothrombin time assay (closed symbol) for 0.5 
mg/mL TFPI formulated in 10 mM Na phosphate, pH 6 and either 150 mM NaCl 
(triangle) or 500 mM NaCl (circle). 

Figure 12 shows loss of soluble TFPI at 40°C measured by both cation- 
exchange HPLC (open symbol) and prothrombin time assay (closed symbol) for 0.5 
15 mg/mL TFPI formulated in 10 mM Na acetate and pH 5.5 containing 150 mM NaCl 
(triangle) or 8% (w/v) sucrose (square) or 4.5% mannitol (circle). 

Figure 13 shows two non-reducing SDS gels for TFPI formulation samples at 
pH 4 to 9 stored at 40°C for 0 and 20 days. 

Figure 14 shows the time course of a polyphosphate-facilitated rhTFPI refold 
20 monitored using SDS PAGE. 

Figure 15 shows the absorbance at 280 nm during the loading and elution of 
the S-Sepharose HP column used to purify rhTFPI from a polyphosphate-facilitated 
refold. 

Figure 16 shows SDS PAGE analysis of fractions collected during elution of 
25 the S-Sepharose HP column used to purify rhTFPI from a polyphosphate-facilitated 
refold. Figure 17 shows the absorbance at 280 nm during the loading and 
elution of the Q-Sepharose HP column used to purify rhTFPI from a S-Sepharose 
pool prepared from a polyphosphate-facilitated refold. 
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Figure 18 shows SDS PAGE analysis of fractions collected during elution of 
the Q-Sepharose HP column used to purify rhTFPI from a S-Sepharose pool prepared 
from a polyphosphate-facilitated refold. 

Figure 19 shows the time course of a polyethyleneimine-faeilitated rhTFPI 
refold monitored using SDS PAGE. 

Figure 20 shows the absorbance at 280 nm during the loading and elution of 
the S-Sepharose HP column used to purify rhTFPI from a 
polyethyleneimine-faeilitated refold. 

Figure 21 shows SDS PAGE analysis of fractions collected during elution of 
the S-Sepharose HP column used to purify rhTFPI from a polyethyleneimine 
facilitated refold. 

Figure 22 shows the absorbance at 280 nm during the loading and elution of 
the Q-Sepharose HP column used to purify rhTFPI from a S-Sepharose pool prepared 
from a polyethyleneimine-faeilitated refold. 

Figure 23 shows SDS PAGE analysis of fractions collected during elution of 
the Q-Sepharose HP column used to purify rhTFPI from a S-Sepharose pool prepared 
from a polyethyleneimine-faeilitated refold. 

Figure 24 shows the cation exchange HPLC analysis of a 0.4 % 
polyphosphate-facilitated rhTFPI refold in the absence of urea. 

Figure 25 shows results of cation exchange HPLC analysis of an evaluation of 
different levels of cysteine on a rhTFPI refold in 0.4% polyphosphate, 50 mM Tris in 
the absence of urea. 

Figure 26 shows the effect of polyphosphate chain length on the course of a 
polyphosphate facilitated refold of rhTFPI inclusion bodies as monitored by cation 
exchange HPLC. 

Figure 27 shows the effect of concentration of polyphosphate (Glass H) on the 
refolding of rhTFPI from inclusion bodies as monitored by cation exchange HPLC. 

Figure 28 shows the cation exchange HPLC analysis of polyethyleneimine 
and polyphosphate-facilitated refolding of purified and reduced rhTFPI. 
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Siimmary of the Invention 

It is an object of the present invention to describe a method of refolding 
protein. 

It is another object of the invention to provide aqueous formulations of TFPI. 
5 It is another object of the invention to provide methods for modifying a 

protein's solubility using charged polymers. 

It is still another object of the present invention to describe a method of 
refolding TFPI including the steps of adding charged polymers to a solution of 
denatured TFPI prior to allowing the TFPI to refold. 
10 Additionally, it is another object of the invention to describe a method of 

refolding TFPI including the step of immobilizing charged polymers on a column and 
passing a solution of denatured TFPI through the column and eluting the refolded 
TFPI after the refolding has occurred. 

It has now been found that solubility of TFPI is strongly dependent on pH 
15 and, surprisingly, that polyanions such as citrate, isocitrate, and sulfate have 
profound solubilizing effects on TFPI. This finding is surprising in light of the 
hydrophobic nature of TFPI and the hydrophilic character of these counterions. 
Thus, citrate, isocitrate, sulfate as well as other solubilizers described hereinbelow 
can be used to produce pharmaceutical^ acceptable compositions having TFPI 
20 concentrations sufficient for administration to patients. It has also been shown that 
other organic molecules can act as secondary solubilizers. These secondary 
solubilizers include PEG, sucrose, mannitol, and sorbitol. 

The invention relates to pharmaceutically acceptable compositions wherein 
TFPI is present in a concentration of more than 0.2 mg/mL solubilizing agents. The 
25 solubilizing agents may be acetate ion, sodium chloride, citrate ion, isocitrate ion, 
glycine, glutamate, succinate ion, histidine, imidazole and sodium dodecyl sulfate 
(SDS) as well as charged polymers. In some compositions, TFPI may be present in 
concentrations of more than 1 mg/mL and more than 10 mg/mL. The composition 
may also have one or more secondary solubilizers. The secondary solubilizer or 
30 solubilizers may be polyethylene glycol (PEG), sucrose, mannitol, or sorbitol. 
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Finally, the composition may also contain sodium phosphate at a concentration 
greater than 20 mM. 

Although the solubility of TFPI is quite low between pH 5 and 10, it has been 
found that L-arginine can increase the solubility by a factor of 100. The solubility is 
5 very dependent on the concentration of arginine, as 300 mM is about 30 times more 
effective than 200 mM. Urea also is quite effective in solubilization of TFPI. 

Further, it has been found that aggregation of TFPI appears to be the major 
degradation route at neutral and basic pH conditions and that fragmentation occurs at 
acidic pH conditions. 

It has also been found that active TFPI monomers can be separated away from 
TFPI oligomers that are produced during the process of folding recombinant TFPI 
produced E. coli. Some misfolded/modified monomelic forms of TFPI are also 
removed during this process. The separation employs hydrophobic interaction 
chromatography. The oligomeric species of TFPI bind more tightly to a hydrophobic 
resin than does the active TFPI monomers. Resins such as Pharmacia™ octyl 
sepharose and Toyqpearl™ butyl 650-M have been successful. The process is carried 
out in the presence of high salt, such as 1 M ammonium sulfate or 0.5 M sodium 
citrate. 

Detailed I>,scriptinn of the. Invention 

It is a discovery of the present inventors that polyionic polymers such as 
polyethylene imine and polyphosphate, can modify the ionic interactions within 
proteins. The masking of certain areas of high charge density within proteins using 
polyions can have numerous effects. Proteins whose solubility is reduced through the 
intra- and/or inter- molecular neutralization of oppositely charged areas can have their 
solubility improved by masking one of the charged regions with polycations or 
polyanions. Barriers to conformational flexibility and specific attractive or repulsive 
forces which interfere with the refolding process can be modulated as well. Proteins 
which require strong denaturants such as urea or guanidine hydrochloride to solubilize 
and maintain solubility during purification operations can be solubilized and 
processed effectively using polyions. 
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Many proteins lacking a clear region of charge localization in the primary 
sequence can still demonstrate areas of charge localization due to their secondary 
structure. Thus many proteins can have their solubility, refolding, and purification 
characteristics modified through interaction with charged polymeric templates. The 
5 nature of the modification will depend on the specific protein structure, the chain 
length, charge, and charge density of the ionic polymer. 

We have characterized refolding of pure TFPI in a guanidine or a urea based 
refolding buffer and the results indicate that refolding efficiencies and kinetics can be 
significantly improved by the addition of charged polymers including heparin, dextran 
10 sulfate, polyethyleneimine (PEI) and polyphosphates. These polymers increase TFPI 
solubility and enhance refolding through ionic interactions with either the N-terminus 
or the C-terminus. In addition to the polymer additives, refolding pure TFPI requires 
a cysteine/cystine redox buffer where the refolding reaction can be completed within 
48 hours. Refolding yields are a strong function of pH, redox concentration, and 
15 polymer additives; however refolding efficiencies as high as 60% can be achieved for 
pure TFPI under optimum refolding conditions. 

It has been found by the inventors of this invention that addition of 
glycosaminoglycans or sulfated polysaccharides such as, for example, heparin and 
dextran sulfate, to a solution containing a denatured protein prior to refolding 
20 increases the amount of correctly folded, active protein where the protein is capable 
of binding to the glycosaminoglycan or sulfated polysaccharide and is subjected to 
renaturing conditions. 

Dissolution 

25 Recombinant DNA technology has allowed the high level expression of many 

proteins that could not normally be isolated from natural sources in any appreciable 
quantities. In £. coli and several other expression systems, the protein is frequently 
expressed in an inactive, denatured state where the primary amino add sequence is 
correct, but the secondary and tertiary structure and any cysteine disulfide bonds are 

30 not present The denatured protein present in an inclusion body may be in such a 
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conformation that charged residues of different parts of the amino acid backbone that 
are not normally in contact are able to interact and form strong ionic bonds between 
positively charged and negatively charged amino acid residues. The formation of 
these ionic bonds may limit the hydration that must occur to effect dissolution of the 
inclusion body. The protein in an inclusion body may also be complexed with other 
cellular components such as membrane components and nucleic acid which may also 
limit the access of solvent (water) to charged and normally hydrated residues. Also 
found in the unfolded state is that hydrophobic residues which are normally found 
buried in the interior of a protein are more exposed to the polar aqueous environment. 
Such occurrences may work to prevent the dissolution of inclusion bodies in solvents 
other than strong chaotropic agents such as urea or guanidine or detergents such as 
SDS. 

Charged polymers preferably in aqueous solution can interfere with and 
disrupt the undesirable ionic interactions that occur within a polypeptide chain as 
found in an inclusion body or other environment. The charged polymers may help 
disrupt the undesirable ionic interactions and facilitate solvation of ionic and polar 
residues, promoting dissolution without the need for strong chaotropes or detergents. 
The charge, charge density, and molecular weight (chain length) of the charged 
polymer may vary depending on the specific protein. Suitable polymers include: 
sulfated polysaccharides, heparins, dextran sulfates, agaropectins, carboxylic add 
polysaccharides,alginic adds, carboxymethyl celluloses, polyinorganics, 
polyphosphates, polyaminoadds, polyaspartates, polyglutamates, polyhistidines, 
polyorganics, polysaccharides,DEAE Dextrans, polyorganic amines, 
polyethyieneinimes, polyethyleneinime celluloses, polyamines, polyamino adds, 
polylysines, and polyarginines. 

Proteins with pi greater than 7 may benefit more from interactions with 
negatively charged polymers, as these proteins will have a positive charge at pH 7. 
Proteins with pis below 7 may interact more strongly with positively charged 
polymers at neutral pH. Changing the solution pH will modify the total charge and 
charge distribution of any protein, and is another variable to be evaluated. 
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Refolding 

Recombinant DNA technology has allowed the high level expression of many 
proteins that could not normally be isolated from natural sources in any appreciable 
quantities. In 2s. coli and several other expression systems, the protein is frequently 
5 expressed in an inactive, denatured state where the primary amino acid sequence is 
correct, but the secondary and tertiary structure and any cysteine disulfide bonds are 
not present The denatured protein must be refolded to the proper active 
conformation, which often requires overcoming significant energy barriers imposed 
by ionic attraction and repulsion, restrictions on bond rotation, and other types of 
10 conformational^ induced stresses. Specific ionic attraction between opposite charges 
and/or repulsion between like charges can severely limit the refolding pathways 
available to the denatured protein and reduce the efficiency of the refolding process. 

Some proteins have specific areas of charge whose interactions may limit 
15 conformational flexibility or promote aggregation. Many proteins lacking a dear 
region of charge localization in the primary sequence can still demonstrate areas of 
charge localization due to their secondary structure found in refolding intermediates, 
misfolds and improperly folded protein. Proteins which are particularly suitable 
according to the present invention include but are not limited to TFPI, TFPI muteins, 
20 TFPI-2, tissue plasminogen activator, BSt, PST. While it is believed that these 
methods will be suitable for use with proteins generically, those which are most 
suitable are those which are improperly folded, aggregated, oligomerized, or inactive. 
These will likely be proteins which have at least one highly charged domain, and 
possibly more, which can interact. In the case of TFPI, as well as other proteins, 
25 two oppositely charged domains interact with each other to prohibit proper folding 
and to cause oligomerization and aggregation. Proteins having many disulfide bonds 
will also be most likely to benefit from the present methods. Preferably the protein 
will have at least 2 and more preferably the protein will have at least 4 or 6 disulfide 
bonds. 
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Charged polymers can be used to modify the charge, charge density, and 
reduce or eliminate ionically mediated limitations to conformation that may arise in 
the unfolded state. The juxtaposition of charged groups that are not normally in 
proximity may have result in dead-end refolding pathways from which the refolding 
5 process may never recover. 

The introduction of extra positive or negative charges through the 
complexation with charged polymers may allow refolding to proceed more facilely 
for several reasons: first different types of charge distributions may better 
accommodate the refolding process; second, the addition of the charged polymer may 
10 enhance the solubility of the unfolded protein, reducing or eliminating the need for 
chaotropes which have a negative effect on protein conformation. 

Because of the frequently unique structure associated with most proteins the 
charged polymer that demonstrates preferred characteristics may vary. Evaluation of 
the isoelectric pH (pi) of the protein can serve as a starting point. At neutral pH a 

15 protein with a pi less than 7 will possess a net negative charge, and will thus be more 
likely to bind a positively charged polymer. Hie protein with a pi greater than 7 will 
possess a net positive chaige at neutral pH , and will have a stronger tendency to bind 
a negatively charged polymer. However, it is well established that charges are 
unevenly distributed around a protein, and significant charge localization can occur. 

20 The possibility of localized concentrations of charges reduce the ability to predict 
which type of charged polymer may be most effective for any application. 
Theoretically, for any protein with a specific distribution of interacting charges and 
conformational requirements, there exists a charged polymer of appropriate 
compositions in terms of molecular weight, charge, and charge distribution which 

25 would maximize refolding efficiency. Other variables, such as pH and solvent ionic 
strength, would also be evaluated. Initial screening would involve polyethyleneimine, 
DEAE dextran, dextran sulfate, and polyphosphate at several different concentrations 
and molecular weights. Work with rhTFPI has demonstrated the significant impact 
that polyphosphate chain length and concentration can have on the course of the TFPI 

30 refolding reaction. Relatively short chain length (n=5) produces high levels of 
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aggregate. The optimal polyphosphate chain length for refolding rhTFPI was 
approximately 25 repeating units. Longer chain length polyphosphates (n= 75) also 
produced more aggregate and less properly folded monomer. 

5 Formulation 

Proteins consist of chains of amino acids, the exact composition and sequence 
of which constitutes one of the primary structure determinants of the protein. The 
secondary determinant of protein structure is the result of the conformational 
guidance that the individual amino acid bonds have on protein conformation. Thirdly, 

10 the specific amino acid sequence directs the formation of tertiary structures such as 
p-sheets and a- helices. The three dimensional nature of protein conformation often 
brings into proximity amino acid residues that are not normally close to each other 
based on the direct sequence of the polypeptide chain. The functional form of a 
protein is generally a modestly stable conformation held together by a combination of 

15 cysteine disulfide bonds, ionic bonds, and hydrophobic and Van der Waals 
interactions. 

In general, protein solubility can be related to the number of charged and to a 
lesser extent polar amino acids that make up the protein. These charged and polar 
groups become solvated with water molecules in the aqueous solution and this 

20 interaction keeps the polypeptide chain in solution. Polypeptides with insufficient 
numbers of positively or negatively charged amino acids can have limited aqueous 
solubility. In some cases, the positive and negatively charged groups present in a 
protein can interact with each other, displacing the water of solvation and leading to 
reduced aqueous solubility. Many proteins lacking a clear region of charge 

25 localization in the primary sequence can still demonstrate areas of charge localization 
due to their secondary structure. Thus many proteins ran have their solubility 
modified through interaction with charged polymeric templates. The nature of the 
modification will depend on the specific protein structure, the chain length, charge, 
and charge density of the ionic polymer. 
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Complexation with charged polymers with relatively high charge density 
represents one approach to increasing the charge density of any protein. A protein 
with a small number of positively charged residues (lysine or arginine) can be 
complexed with a negatively charged polymer such as polyphosphate. Some of the 
5 negatively charged groups of the polymer will interact with the positively charged 
groups present in the protein. The remaining charged groups on the polymer will be 
free to interact with the solvent, in most cases water, and effectively increase the 
charge density and solvation of the protein. Alternatively, a positively charged 
polymer such as polyethyleneimine can be used to complex with the negatively 

10 charged residues of the protein. In some cases both types of charged polymers may 
work equally effectively, in other cases, one charge type may be more effective than 
others. The effectiveness of any particular charged polymer, will depend on protein 
amino acid composition, protein amino acid distribution, protein conformation, 
charged polymer charge density, charged polymer chain length, solution pH, and 

15 other variables. However, it is likely that for any given protein, a complementary 
charged polymer that will bind to the protein and essentially increase the charge 
density of protein can be found that will improve the solubility characteristics of that 
protein in aqueous medium. 

20 Dftfinitinns 

The term "processing" as used herein refers to the steps involved in the 
purification and preparation of pharmaceutically-acceptable amounts of proteins. 
Processing may include one or more steps such solubilization, refolding, 
chromatographic separation, precipitation, and formulation. 

25 The term "charged polymer" and "charged polymeric template" refer to any 

compound composed of a backbone of repeating structural units linked in linear or 
non linear fashion, some of which repeating units contain positively or negatively 
charged chemical groups. The repeating structural units may be polysaccharide, 
hydrocarbon, organic, or inorganic in nature. The repeating units may range from n 

30 = 2 to n= several million 
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The term "positively charged polymer" as used herein refers to polymers 
containing chemical groups which carry, can carry, or can be modified to carry a 
positive charge such as ammonium, alkyl ammonium, dialkylammonium, trialkyl 
ammonium, and quaternary ammonium. 
5 The term "negatively charged polymer" as used herein refers to polymers 

containing chemical groups which carry, can carry, or can be modified to carry a 
negative charge such as derivatives of phosphoric and other phosphorous containing 
acids, sulfuric and other sulfur containing acids, nitrate and other nitrogen containing 
acids, formic and other carboxylic acids 

10 The term "polyethyleneimine" as used herein refers to polymers consisting of 

repeating units of ethylene imine (H3N+-(OJ2-CH2-NH2+)x-CH2-CH2-NH3+). 
The molecular weight can vary from 5,000 to greater than 50,000. 

The term "polyphosphate" as used herein refers to polymers consisting of 
repeating units of orthophosphate linked in a phospho anhydride linkage. The 

15 number of repeating units can range from 2 (pyrophosphate ) to several thousand. 
Polyphosphate is frequently referred to as sodium hexametaphosphate (SHMP) Other 
common names include Grahams salt, Calgon, phosphate glass, sodium 
tetrametaphosphate, and Glass H. 

The term "refold" as used herein refers to the renaturation of protein. 

20 Typically, the goal of refolding is to produce a protein having a higher level of 
activity than the protein would have if produced without a refolding step. A folded 
protein molecule is most stable in the conformation that has the least free energy. 
Most water soluble proteins fold so that most of the hydrophobic amino acids are in 
the interior part of the molecule, away from the water. The weak bonds that hold a 

25 protein together can be disrupted by a number of treatments that cause a polypeptide 
to unfold, i.e. denature. A folded protein is the product of several types of 
interactions between the amino acids themselves and their environment, including 
ionic bonds, Van der Waals interactions, hydrogen bonds, disulfide bonds and 
covalent bonds. 
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The term "denature" as used herein refers to the treatment of a protein or 
polypeptide in which results in the disruption of the ionic and covalent bonds and the 
Van der Waals interactions which exist in the molecule in its native or renatured 
state. Denaturation of a protein can be accomplished, for example, by treatment with 
5 8 M urea, reducing agents such as mercaptoethanol, heat, pH, temperature and other 
chemicals. Reagents such as 8 M urea disrupt both the hydrogen and hydrophobic 
bonds, and if mercaptoethanol is also added, the disulfide bridges (S-S) which are 
formed between cysteines are reduced to two -S-H groups. Refolding of proteins 
which contain disulfide linkages in their native or refolded state may also involve die 
10 oxidation of the -S-H groups present on cysteine residues for the protein to reform the 
disulfide bonds. 

The term "glycosaminoglycan" as used herein refers to polysaccharides 
containing alternating residues of uronic acid and hexosamine and usually contain 
sulfate. The binding of a protein in a refolding reaction as described herein to a 
15 glycosaminoglycan is through ionic interactions. 

The term "dextran sulfate" as used herein refers a polyanionic derivative of 
dextran, ranging in molecular weight from 8,000 to 500,000 daltons. Dextrans are 
polymers of glucose in which glucose residues are joined by al,6 linkages. 

The term "heparin" as used herein refers to 2 glucoaminoglycans or 
20 heparinoids which are based on a repeating disaccharide (-4DGlcA(p)pl, 4GlcNAcal- 
) n but are subject to extensive modification after assembly. Heparin is stored with 
histamine in mast cell granules and is thus found in most connective tissues. In general 
heparins have shorter chains than heparin. 

The term "HIC as used herein refers to hydrophobic interaction chromatography 
25 which employs a hydrophobic interaction between the column and the molecule of 
interest to separate the sulfated polysaccharides and other contaminants from the 
refolded product. A. 

Negatively charged polymers include sulfated polysaccharides, such as heparins, 
dextran sulfates, and agaropectins, as well as carboxylic acid polysaccharides such 
30 asalginic adds and carboxymethy! celluloses. Polyinorganics such as polyphosphates are 
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also included Polyamino acids such as pplyasparatate, polyglutamate, and polyhistidine 
can also be used. 

Positively charged polymers include polysaccharides such as DEAE dextran, 
polyorgnic amines, such as polyethyleneimines, polyethyleneimine celluloses, and 
5 polyamines, as well as the polyamino acids, polylysine and polyarginine. Combinations 
of polymers may be used, of either charge polarity. In addition, amphoteric co-polymers 
may also be used. 

As used herein, "TFPI" refers to mature Tissue Factor Pathway Inhibitor. As 
noted above, TFPI is also known in the art as Lipoprotein Associated Coagulation 

10 Inhibitor (LACI), Extrinsic Pathway Inhibitor (EPI) and Tissue Factor Inhibitor (TFI). 
Muteins of TFPI which retain the biological activity of TFPI are encompassed in this 
definition. Further, TFPI which has been slightly modified for production in bacterial 
cells is encompassed in the definition as well. For example, a TFPI analog has an alanine 
residue at the ammo-terminal end of the TFPI polypeptide has been produced in 

15 Escherichia coli. See U.S. 5,212,091. 

As used herein, "pharmaceutical^ acceptable composition" refers to a 
composition that does not negate or reduce the biological activity of formulated TFPI, 
and that does not have any adverse biological effects when formulated TFPI is 
administered to a patient. 

20 As used herein, "patient" encompasses human and veterinary patients. 

As used herein, the term "solubilizer" refers to salts, ions, carbohydrates, amino 
acids and other organic molecules which, when present in solution, increase the 
solubility of TFPI above 0.2 mg/mL. Solubilizers may also raise the concentrations of 
TFPI above 1 mg/mL and above 10 mg/mL. It should be noted that solubilizers may act 

25 as stabilizing agents. Stabilizing agents preserve the unit activity of TFPI in storage and 
may act by preventing formation of aggregates, or by preventing degradation of the 
TFPI molecule (e.g. by add catalyzed reactions). 

As used herein, the term "secondary solubilizers" refers to organic salts, ions, 
carbohydrates, amino adds and other organic molecules which, when present in solution 

30 with a solubilizer, further increase the solubility of TFPI. Secondary solubilizers may 
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have other effects as well. For ©cample, secondary stabilizers may be useful in adjusting 
tonicity (e.g. to isotonichy). 

The amino acid sequence of TFPI is disclosed in U.S. Patent No. 5,106,833 
which is herein incorporated by reference and Figure 4. Muteins of TFPI and TFPI-2 
5 are disclosed in U.S. Serial No. 08/286,530 which is herein incoiporated by reference. 
As described in U.S. Serial No. 08/286,530, muteins of TFPI and TFPI-2, with angle or 
multiple point mutations, and chimeric molecules of TFPI and TFPI-2 can be prepared. 
For instance, the lysine residue in the PI site of the first Kunitz-type domain of TFPI 
may be replaced with arginine. Muteins, containing one to five amino acid substitutions, 

1 0 may be prepared by appropriate mutagenesis of the sequence of the recombinant cloning 
vehicle encoding TFPI or TFPI-2. Techniques for mutagenesis include, without 
limitation, site specific mutagenesis. Site specific mutagenesis can be carried out using 
any number of procedures known in the art. These techniques are described by Smith 
(1985) Annual Review of Genetics, 19:423, and modifications of some of the techniques 

15 are described in METHODS IN ENZYMOLOGY, 154, part E, (eds.) Wu and 
Grossman (1987), chapters 17, 18, 19, and 20. A preferred procedure when using site 
specific mutagenesis is a modification of the Gapped Duplex site directed mutagenesis 
method. The general procedure is described by Kramer, et al. 9 in chapter 17 of the 
Methods in Enzymology, above. Another technique for generating point mutations in a 

20 nucleic add sequence is overlapping PCR. The procedure for using overlapping PCR to 
generate point mutations is described by Higuchi in Chapter 22 of PCR PROTOCOLS: 
A GUIDE TO METHODS AND APPLICATIONS, (eds.) Innis, Gelfend, Sninsky and 
White (Academic Press, 1990). 

Alternatively, hybrid proteins containing the first Kunitz-type domain of TFPI-2 

25 and the second and third Kunitz-type domains of TFPI could be produced. One skilled 
in the art of DNA cloning in possession of the DNA encoding TFPI and TFPI-2 would 
be able to prepare suitable DNA molecules for production of such a chimeric protein 
using known cloning procedures. Alternatively, synthetic DNA molecules encoding part 
or all of each Kunitz-type domain and peptide sequences linking the Kunitz-type 

30 domains can be prepared. As a further alternative, the overiapping PCR technique may 
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also be used to prepare DNA encoding chimeric molecules containing TFPI and TFPI-2 
sequences. 

TFPI can be prepared in yeast expression systems as described in U.S. Serial No. 
08/286,530 which is herein incorporated by reference. Methods have also been 
5 disclosed for purification of TFPI from yeast cell culture medium, such as in Petersen et 
a!, J.Biol.Chem. 18:13344-13351 (1993). In these cases, recombinant TFPI is secreted 
from the yeast cell. TFPI recovered in such protocols is also frequently heterogeneous 
due to N-terminal modification, proteolytic degradation, and variable, glycosylation. 
Therefore, a need exists in the art to produce mature TFPI that is authentic (Lc having 
10 the correct N-terminal amino acid sequence), full-length and homogeneous. 

TFPI can be produced in£ coli as described in U.S. Patent No. 5,212,091 which 
discloses a method of producing TFPI by expression of a non-glycosylated form of TFPI 
in an R coli host. 

In one aspect of the invention recombinant^ produced proteins which have the 

15 ability to bind polymers of sulfated polysaccharides such as, for example, heparin or 
dextran sulfate are refolded. The invention provides a method that facilitates refolding 
of a denatured recombinantly produced protein product using polymers of sulfated 
polysaccharides which act as a templates for the refolding protein. Without being 
limited to any particular theoiy, the inventors believe that the interactions between the 

20 refolding protein and the polymeric template may minimize aggregation of the refolding 
intermediates and provide an environment for the protein to refold to its native 
conformation. The polymer acting as a template may bind a domain or region of protein 
to stabilize the intermediate and allow further folding to occur without aggregation. The 
protein aggregates, if formed, are generally less active than non-aggregated refolded 

25 protein, and generally result in a reduced overall yield of active refolded protein. The 
NaCl concentration of the refolding conditions is considered important and is selected to 
achieve the maximum efficiency of refolding by maximizing the interaction between the 
template polymer and the refolding protein. For example, it has been found by the 
inventors that approximately 0.2 M concentration of NaCl or lower promotes binding of 

30 the C-terminal and/or the third Kunitz domain of TFPI to heparin or other sulfated 
polysaccharide polymer. The binding of polymer to the intermediate is presumed to 
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facOhate the solubility of the intermediate and provide an environment for the rest of the 
protein to refold by reducing aggregation of the refolding intermediates. 

General Methods 

5 TFPI may be prepared by recombinant methods as disclosed in U.S. 5,212,091, 

the disclosure of which is herein incorporated by reference. Briefly, TFPI is expressed in 
Escherichia coli cells and the inclusion bodies containing TFPI are isolated from the rest 
of the cellular material. The inclusion bodies are subjected to sulfitolysis, purified using 
ion exchange chromatography, refolded by disulfide interchange reaction and the 
10 refolded, active TFPI purified by cation exchange chromatography. TFPI may also be 
produced in yeast as disclosed in co-pending U.S.S.N. 08/286,530. 

TFPI activity may be tested by the prothrombin time assay (PTT assays). 
Bioactivity of TFPI was measured by the prothrombin clotting time using a model RA4 
Coag-A-Mate from Organon Teknika Corporation (Oklahoma City, OK). TFPI samples 

15 were first diluted to 9 to 24 ug/mL with a TBSA buffer (50 mM Tris, 100 mM NaCl, 1 
mg/mL BSA, pH 7.5) . Then 10 uL of Variiy 1 (pooled normal plasma from Organon 
Teknika Corp.) was mixed with 90 uL of diluted TFPI samples in a sample tray and 
warmed to 37jC in the instrument. Finally Simplastin Excel (Thromboplastin from 
Organon Teknika Corp.) was added to start the clotting. The time delay in dotting due 

20 to anticoagulant activity of TFPI was measured and converted into TFPI concentration 
in the measured samples by comparison to a TFPI standard curve. 

The amount of soluble TFPI may also be quantified by measuring the area of the 
main peak on a cation exchange chromatogram. HPLC analysis of TFPI samples was 
performed using a Waters 626 LC system (Waters Corporation, Milford, MA) equipped 

25 with a Water 717 plus heater/cooler autosampler. Data acquisition was processed by a 
Turbochrom™ system from Perkin-Elmer. 

The cation exchange (JEX) method used a Pharmacia Mono S HR 5/5 glass 
column. The column was equilibrated in 80% buffer A (20 mM sodium acetate 
trihydrate:acetonitrile solution (70:30 v/v) at pH 5.4) and 20% buffer B (20 mM sodium 

30 acetate trihydrate - 1.0 M ammonium chloride:acetonitrile solution (70:30 v/v) at pH 
5.4). After a sample was injected, a gradient was applied to elute the TFPI at a flow rate 
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of 0.7 mLAnin from 20% buffer B to 85% buffer B in 21 minutes. Eluting TFPI spedes 
were detected by absorbance at 214 nm. The main peak (monomer TFPI) was found to 
elute at about 18 minutes. Loss of soluble TFPI was quantified by integrating remaining 
peak area of the main peak. 

5 All reagents are U.S.P. or A.C.S. grade. Suppliers include J.T. Baker and Sigma 

Co. (St. Louis, MO). 

The present invention will now be illustrated by reference to the following 
examples, which set forth certain embodiments. However, it should be noted that these 
embodiments are illustrative and are not to be construed as restricting the invention in 

10 any way. 

EXAMPLES 

Example 1 - Refolding Denatured TFPI 

The following example describes the making of stock solutions, the HIC column 

15 preparation, the initial recovery and purification of TFPI prior to refolding, the refolding 
of TFPI, and the recovery of active TFPI 

The TFPI stock was prepared from refractile bodies resulting from the 
expression of recombinant TFPI in bacteria. The refractile bodies were solubilized at 10 
mg/ml in 8 M urea, 50 mM Tris pH 8.5 containing 10 mM DTT, and this solution was 

20 clarified by centrifugation at 10,000 x g for 10 minutes. 

The column preparation for the initial purification of the solubilized TFPI was 
prepared with S-Sepharose beads mixed in 7.5 M urea, 10 mM Tris and 10 mM sodium 
phosphate (pH 6.5) containing 5 mM DTT and 1 mM EDT A. The solubilized TFPI at a 
concentration of 5 mg/ml was then run over the S-Sepharose column and eluted with a 

25 sodium chloride gradient of 0 to 1 M. The purified TFPI had an absorbency at 
wavelength 280 nm of 3.2 (which is equivalent to 4.1 mg/ml using an extinction 
coefficient of 0.78). 

The dextran sulfete stock consisted of dextran sulfate of molecular weight 8000 
daltons available from Sigma, item number D-491 1, made up at 50 mg/ml (6.25 mM) in 
30 50 mM Tris (pH 8.8) in 0.1 M sodium chloride, and stored at -20 degrees centigrade 
between uses. 
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The heparin stock, if heparin was used to conduct the refolding, was of 
molecular weight 6000 to 30,000 daltons, (with an average molecular weight of 18,000 
daltons) prepared as a sodium salt available from Sigma Co. (St. Louis, MO), item 
number H-3393, made up at 60 mg/ml (3.33 mM) in 50 mM Tris (pH8.8) in 0. 1 sodium 
5 chloride, and stored at -20<>centigrade between uses. 

To the S-Sepharose purified TFPI either dextran sulfate stock solution or heparin 
stock solution can be added. Dextran or heparin was added to TFPI under denaturing 
conditions in 6 to 8 M urea. With 4°C reagents, the denaturing solution containing TFPI 
was diluted to 3 M urea, 50 mM Tris (pH 8.8), 0.2 M sodium chloride, and 0.5 mg/ml 

10 TFPI, and to a final dextran sulfate concentration of 0.6 mg/ml (75 pM) or a final 
heparin concentration of 1.5 mg/ml (83 jiM), depending on which was used to facilitate 
the refolding. Cystine was added to the refolding solution to a final concentration equal 
to the final DTT concentration. The refolding solution was incubated at 4°C with gentle 
agitation for from 4 to 6 days, preferably 5 days. 

15 As an illustration of this procedure the following is a detail of a protocol for 

refolding a 5 ml solution of TFPI in dextran sulfate or heparin. 

To 610 fxl of TFPI stock either 60 jjlI of dextran sulfate with 65 fxl of 50 mM Tris 
(pH 8.8) in 0. 1 M NaCl, or 125 jil of heparin stock solution with 50 mM Tris (pH 8.8) 
or 0.1 MNaCl was added. The refolding solution was mixed and allowed to incubate 10 

20 minutes on ice. Next, 4.2 ml of refolding buffer containing 2.5 M urea, 50 mM Tris (pH 
8.8) and 165 mM sodium chloride was added to the refolding solution and mixed. 
Finally, 61 til of 50 mM Cystine made up in 120 mM sodium hydroxide was added and 
the total solution was incubated at 4°C with gentle agitation for 4 days. The free 
sulfhydryl content was checked with Ellman's reagent (also called DTNB). 

25 Idoacetamide was added, to 20 mM, made up at 1 M in 100% ethanol for storage at - 
20oC. 

The hydrophobic interaction column (HIC) was prepared from Butyl-650M 
Tosohaas Toyopearl resin particle size 40-90, part # 014702. The butyl resin was 
washed in 3 M urea, 1 M ammonium sulfate, 50 mM Tris, 10 mM sodium phosphate, 
30 pH 6.5 and resuspended at a 50% sluny. 
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The refolding samples, stored at -20°C remained in the standard refolding buffer 
containing 3 M urea, 50 mM Tris, pH 8.8, 1-4 mM redox, 0.5 mg/ml TFPI, and 0.2-0.6 
M NaCl depending on condition. Samples refolded with dextran or heparin had 0.2 M 
salt, and samples without dextran or heparin had 0.6 M NaCl. 
5 The following steps were performed at room temperature to effect the further 

purification of the refolded TFPI. To 300 \xl of refolded sample, an equal volume of 2 
M ammonium sulfate, 3 M urea, 50 mM Tris, and 10 mM sodium phosphate (pH 6.5) 
was added. Next, 100 pi of washed Butyl-650M beads was added to the diluted 
refolded sample. The solution with the beads was incubated with gentle rocking or 
10 mixing for 30 minutes at room temperature. The mix was then spun in an ependorf 
centrifuge for 5 seconds, and put in a rack and allowed to sit for one minute for the 
beads to settle flat in the tube. The supernatant was aspirated carefully, so as not to 
disturb the beads. 

To wash the TFPI-bound beads, 1 ml of wash buffer composed of 1 M ammonium 
15 sulfate, 3 M urea, 50 mM Tris, 10 mM sodium phosphate (pH 6.5) was added to the 
beads to remove the remaining dextran sulfate or heparin. The washed mixture was re- 
spun in an ependorf centrifuge for 5 seconds, and allowed to sit for one minute for the 
beads to settle as before. The supernatant was removed, and the beads then washed 
with the wash buffer a final time, and spun and allowed to sit as before. After the final 
20 wash and settling, the supernatant was removed with a flame-pulled-tip Pasteur pipette 
very carefully. 

To elute the refolded TFPI, 300 \i\ of elution buffer composed of 3 M urea, 0.1 M 
ammonium sulfate, 50 mM Tris and 10 mM sodium phosphate (pH 6.5) was added to 
the slurry of beads and rocked for more than 10 minutes. The beads were pelleted by 
25 spinning in an ependorf centrifuge, and the supernatant containing refolded TFPI was 
recovered. To avoid contamination of the beads with the product, some of the 
supernatant was left behind. 
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Example 2 - HIC of Dextran Sulfate Refold 

The sample of TFPI was renatured at a concentration of 0.5 mg/ml TFPI, 0.6 mg/ml 
Dextran sulfate, 3.0 M Urea, 200 mM NaCl and 50 mM Tris (pH 5.5). The HIC column 
was prepared from TosoHaas Butyl beads for HIC, 4.6 mnxD/lOOmmL, in a 1.66 ml 
5 slurry. The flow rate was set for 1.0 ml/min. Before loading the HIC column, the 
sample was diluted 2:3 with 3.0 M Urea and 3.0 M NH 4 S0 4 at a final pH of 5.68; 2 ml 
of sample was loaded. The gradient start was 33 mM MES/33 mM HEPES/33 mM 
sodium acetate, 1.0 M NH 4 S0 4 , and 3.0 M Urea, pH 6.0; the gradient end was 33 mM 
MES/33 mM HEPES/33 mM sodium acetate, 3.0 M Urea at pH 6.0. The gradient 

10 volume was 5.0 CV. From this column, the recovery of native TFPI was 68%. The 
results of this run are shown in Figure 2. 

A second HIC column was also run. The sample of denatured TFPI was diluted 2:3 
with 3.0 M Urea, 1.5 M NH 4 S0 4 and two ml were loaded. The gradient start was 33 
mM MES/33 mM HEPES/33 mM sodium acetate, 0.5 MNH4SO4, and 3.0 MUrea, pH 

15 6.0; the gradient end was 33 mM MES/33 mM HEPES/33 mM sodium acetate, 3.0M 
Urea at pH 6.0. The gradient volume was 5.0 CV. The recovery of native TFPI from 
this second column was 74%. The results of this run are shown in Figure 3. 

The samples were analyzed by non-reducing SDS-P AGE as illustrated in Figure 
1. Correctly refolded, active TFPI species (major band) are seen on the gel. 

20 Sample 3 

About 10 mg/mL TFPI in 2M urea was dialyzed against one of the following: 20 
mM acetate, 20 mM phosphate, 20 mM citrate, 20 mM glycine, 20 mM L-glutamate or 
20 mM succinate in 150 mM NaCl as described above. 6-10 mg/mL TFPI bulk stock 
was loaded into Spec/Por 7 dialysis tubings (MW cutoff 3,500). Dialysis was carried 

25 out either at 4;C or ambient temperature. Three changes of buffer at a protein 
solution to buffer ratio: 1 to 50-100, were made during course of dialysis over 12 to 
24 hr time period. After dialysis, TFPI solution was filtered by Costar 0.22 micron 
filter units to separate precipitated TFPI from soluble TFPI. The solubility of TFPI 
was then measured by UV/Vis absoibance assuming an absorptivity 0.68 (mg/mL)* 1 

30 cm' 1 at 278 nm. The solutions were prepared at various pH levels by titration with 
HGlorNaOH. 
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After completion of dialysis, the precipitates were filtered through 0.22 jim 
filter units. The concentration of remaining soluble TFPI after dialysis was measured 
by UV absoibance. Figure 1 shows the results of these experiments. Solubility of 
TFPI increased greatly in solutions containing 20 mM acetate, 20 mM phosphate, 20 

5 mM I^glutamate and 20 mM succinate at pH levels below 7 and particularly at or 
below pH 4.5. Solubility of TFPI was also substantially increased in solutions 
containing 20 mM glycine above pH 10. Figure 2 shows the solubility of TFPI as a 
function of concentration of citrate ion in the presence of 10 mM Na phosphate at pH 
7. TFPI solubility increases with increasing concentration of citrate. Figure 3 shows 

10 the solubility of TFPI as a function of concentration of NaCl at pH 7.0. TFPI 
solubility increases with increasing salt concentration, indicating salt promotes 
solubility of TFPI. 

The solubility of TFPI was studied using a number of different solubilizers 
and secondary solubilizers. Table 1 shows solubility of TFPI in varying buffer 
15 solutions measured by UV absorbance after dialyzing 6 to 10 mg/mL TFPI into these 
buffer solutions. 
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Table 1 



Salt effect 




Solubility 


Content 


pH 


c (mg/ml) uv 


10mM NaPCM, 


7 


0.21 


10mM NaPCM, 150mM NaCI 


7 


0.72 


20mM NaPCM, ISOmM NaCI 


7 


0.85 


20mM NaPCM, 0.5M NaCi 


7 


6.71 


20mM NaPCM, 1M NaCI 


7 


8.24 








pH effect 






Content 


pH 


c (mg/ml) uv 


20mM NaOAc, ISOmM NaCI 


3 


10.27 


20mM NaOAc, 150mM NaCI 


3.5 


10.25 


20mM NaOAc, 150mM NaCI 


A 


7.S4 


20mM NaOAc, 150mM NaCI - 


4.5 


1.75 


20mM NaOAc. ISOmM NaCI 


5 


i 1.15 


20mM NaOAc, 150mM NaCI 


5.5 


0.85 








20mM NaP04, ISOmM NaCI 


5.5 


0.89 


20mM NaP04. 150mM NaCI 


6 


0.78 


20mM NaPCM. ISOmM NaCI 


6.5 


0.79 


20mM NaPCM, ISOmM NaCI 


7 


0.35 


20mM NaP04, 150mM NaCI 


7.5 


0.82 


20mM NaP04. 150mM NaCI 


8 


0.86 








20mM NaCitrate, 150mM NaCI 


4 


2.17 


20mM NaCitrate. 150mM NaCI 


4.5 


1.19 


20mM NaCitrate. 150mM NaCI . 


5 


1.1 


20mM NaCitrate, 150mM NaCI 


5.5 


1.84 j 


20mM NaCitrate, 150mM NaCI 


6 


2.09 


20mM NaCitrate. 150mM NaCI 


6.5 


2.12 


20mM NaCitrate. ISOmM NaCI 


7 


1.92 








20mM Glycine, ISOmM NaCI 


9 


0.32 


20mM Glycine. ISOmM NaC! 


10 


0.9 


20mM Glycine, 150mM NaCI 


1 1 


13.94 








20mM~L-Glutamate. ISOmM NaCI 


4 


9.07 


20mM L-Glutamate. ISOmM NaCI 


5 


1.21 








20mM Succinate, ISOmM NaCI 


• 4 


8.62 


20mM Succinate. ISOmM NaCI 


5 


1.21 


20mM Succinate. ISOmM NaCI 


6 


1.07 








Citrate 






Content 


pH 


c (mg/ml) uv 


10mM NaP04. 20mM NaCitrate 


7 


1.16 
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Table 1 (cont.) 



10mM NaPCM, 50mM NaCitrate 


7 


5.81 


10mM NaP04 t lOOmM NaCitrate 


7 


12.7 


10mM NaP04, 200mM NaCitrate 


7 


15.9 


10mM NaPCM. 300mM NaCitrate 


7 


8.36 








Mg2+, Ca2+ and polyphosphate 






Content 


pH 


c (mg/ml) uv 


10mM NaPCM, 150mM NaCI, ImM MgCI2 


7 


0.66 


lOmM NaPCM. 150mM NaCl t 10mM MgCI2 


7 


1.02 


10mM NaPCM. 150mM NaCI, 0.1 mM CaCI2 


7 


0.67 


10mM NaP04. 150mM NaCI, ImM CaCI2 


7 


0.71 


lOmM NaPCM, 150mM NaCI. 10mM triphosphate 


7 


3.64 








10mM NaPCM, 5% PEG-400 


7 


0.07 


10mM NaP04, 10mM EDTA 


7 


0.36 


10mM NaPCM, 100mM Na2S04 


7 


5.08 


10mM NaPCM, lOOmM L-aspartic acid 


7 


0.4 


10mM NaPCM, 100mM Succinic acid 


7 


2.33 


lOmM NaP04, lOOmM Tartaric acid 


7 


2.56 


20mM NaPCM. 100mM Maleic acid 


7 


0.11 


20mM NaPCM. 1O0mM Malic acid 


7 


1.87 


10mM NaPCM. lOOmM L-q!utamic acid 


7 


0 


1 OmM NaPCM. 1 50mM NaCI 


7 


0.25 


10mM NaPCM. 100mM isocitrate 


7 


10.83 








NaOAc, NaP04 and NaCI 






Content 


pH 


c (mg/ml) uv 


10mM NaOAc. ISOmM NaCI 


4.5 


1.76 


10mM NaOAc 


4.5 


4.89 


1 0mM NaOAc 


5.5 


4.95 


lOmM NaOAc 


6.5 


5.1 


10mM NaOAc 


7 


5.87 


10mM NaPCM. 150mM NaCI 


4.5 


0.14 


10mM NaPCM 


4.5 


4.97 


1 0mM NaPCM 


5.5 


0.79 


lOmM NaPCM 


6.5 


0.091 


1 0mM NaPCM 


7 


0.94 








50mM NaOAc 


5 


5.24 








5mM NaOAc 


5.5 


4.59 


lOmM NaOAc 


5.5 


5.05 


20mM NaOAc 


5.5 


5.04 


50mM NaOAc 


5.5 


5.71 


100mM NaOAc 


5.5 


1.4 


200mM NaOAc 


5.5 


1.32 
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Table 1 (cont.) 



5mM NaOAc, 5mM NaCI I 5 . 5 


4.85 


5mM NaOAc. 1 0rnM NaCI • 5 . 5 


5.04 


5mM NaOAc, SOmM NaCI 


o.b 


0.56 


5mM NaOAc, lOOmM NaCI 


5.5 


0.43 


5mM NaOAc. 200mM NaCI 


5.5 


0.8 








5mM NaOAc 


4.5 


7 97 


10mM NaOAc 


4.5 




20mM NaOAc 


4.5 




SOmM NaOAc 


4.5 


Q 17 


5mM NaOAc 


5.S 


ft Qtt 


10mM NaOAc 


5.5 


8.08 


20mM NaOAc 


5.5 


8.99 


50mM NaOAc 


5.5 


2.92 


5mM NaOAc, 150mM NaCI 


4.5 


2.6 


10mM NaOAc, 150mM NaCI 


4.5 


2.59 


20roM NaOAc, ISOmM NaCI 


4.5 


2.55 


bOmM NaOAc. loOmM NaCI 


4.5 


2.1 


ofnM NauAc, i50mM Nad 


5.5 


0.65 


4A.il Mart As* 4 crtmM M-»f^l 


5.5 


0.69 


OCkmkA ManAr 1 CftmM Ma PI 
^UiTilVl INaUnC, 1 DUmivi IN3Vsl 


5.5 


0.74 


crw.M tsJaHAr ICflmM M«p| 

31/1 III VI HdvMC, I OUIIItVI IWwl 


5.5 


0.91 
















pH 


c (mg/ml) uv 


10mM NaP04, SOmM Formic acid 


7 


0.12 


1 0mM NaP04 . SOmM Acetic acid 


7 


0.16 


10mM NaP04, SOmM Propanoic acid 


7 


0.16 


10mM NaP04, SOmM Butanoic acid 


7 


0.13 


10mM NaP04, 50mM Pentanoic acid 


7 


0.14 


10mM NaP04, SOmM Hexanoic acid 


7 


0.11 








Others 






Content 


pH 1 c (mg/ml) uv 


20mM NaOAc, 3% Mannitol, 2% Sucrose, 5% PEG-400 


4 


19.9 


20mM Na Citrate, 3% Mannitol, 2% Sucrose, S% PEG-400 


6.5 


0.72 


20mM Na Citrate. ISOmM NaCI, 5% PEG-400 


6.5 


2.18 


20mM NaOAc. 150mM NaCI, S% PEG-400 


4 


19.8 


20mM Na Citrate, 130mM NaCI, 1% Glycine. 0.25% Tween-80, 


6.5 


1.48 


5% PEG-400 






20mM Na Ciuate. 130mM NaCI, 1% Glycine, 0.25% Tween-80 


6.5 


1.32 






Solubility 


Content 


pH 


c (mg/ml),uv 


5mM NaAcetate 


5.5 


8.9 


5mM NaAcetate. 8% Sucrose 


5.5 


1 1 


5mM NaAcetate. 0.01% Polvsorbate-80 


5.5 


7 



WO 96/40784 



-31- 



PCT/US96/09980 



Table 1 (contj 



5mM NaAcetate, 8% Sucrose. 0.01% Polysorbate-80 


5.5 


12 


lOmM NaAcetate 


5.5 


7.6 


10mM NaAcetate, 8% Sucrose 


5.5 


10 


10mM NaAcetate, 8% Sucrose. 0.01% Polysorbate-80 


5.5 


12.1 


5mM NaAcetate, 5% Sorbitol 


5.5 


7.8 


5mM NaAcetate. 4.5% Mannitol 


5.5 


9.2 


5m M Histidine 


6 


5.5 


5m M Histidine 


6.5 


1 


5mM NaCitrate 


5.5 


0.1 


5mM NaCitrate 


6 


0.1 


5mM NaCitrate 


6.5 


0.1 


5mM NaSuccinate 


5.5 


0.6 


5mM NaSuccinate 


6 


0.3 


5mM NaSuccinate 


6.5 


0.2 


10mM Imidazole 


6.5 


2.5. 10.8 


10mM Imidazole 


7 


0.8 ! 


10mM Imidazole, 8% Sucrose 


6.5 


12.2 


5mM NaAcetate 


6 


8.2 


10mM Imidazole, 5mM NaAcetate 


6.5 


12.8 


tOmM NaCitrate 


6 


0.2 


lOOmM NaCitrate 


6 


8.1 


100mM NaCitrate 


7 


9.3 


10mM Naphosphate, 260mM Na2S04 


6 


9.1 


10mM NaPhosphate. lOOmM NaCitrate 


8 


8.8 


10mM NaCitrate. 1% L-glutamic acid 


6 


4.6 


10mM NaCitrate, 2% L-lysine 


6 


1.1 


10mM NaCitrate, 0.5% L-aspartic acid 


6 


0.4 


10mM NaCitrate, 0.1% Phosphate glass 


7 


5.9 


10mM Tris, 100mM NaCitrate 


8 


8.5 


10mM NaCitrate, 1M Glycine 


6 


0.3 


10mM NaCitrate, 300mM Glycine 


6 


0.3 


10mM NaCitrate, 280mM Glycerol 


6 


0.3 


10mM NaCitrate, 0.5M (NH4)2S04 


6 


8.3 


10mM NaCitrate. 120mM (NH4)2S04 j 


6 


8.8 


10mM NaCitrate, 260mM Na2S04 


6 


9.4 


10mM NaPCM. 0.1% Phosphate glass 


7 


15.8 


10mM NaCitrate, 0.1% SOS 


6 


11.2 


10mM NaCitrate. 0.02% SDS 


6 


7.8 


10mM NaAcetate. 8% PEG-400 


5.5 


13.7 


10mM NaAcetate,. ISOraM NaCI, 8% PEG-400 


5.5 


0.6 


1 0mM NaAcetate. 8% PEG-400 


6 


16.2 


10mM NaCitrate, 8% PEG-400 ■ 


6 


0.2 
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Example 4 

The stability of TFPI stored at various pH conditions was tested. TFPI was 
prepared by dialysis as above in 10 mM Na phosphate, 150 mM NaCl and 0.005% 
(w/v) polysorbate-80. Stability samples containing 150 mg/mL TFPI were incubated 
5 at 40jC for 20 days. Kinetic rate constant for the remaining soluble TFPI was 
analyzed by following decrease of the main peak on cation exchange chromatograms. 
As can be seen in Figure 5, the decay rate constant increases at pH above 6.0, 
indicates more aggregation at higher pH conditions. 

TFPI was also formulated at a concentration of 150 mg/mL in 150 mM NaCl 
10 and 0.005% (w/v) polysoxbate-80 at pH 7 with varying concentrations of phosphate. 
Figure 5A shows the percentage of remaining soluble TFPI measured by the cation 
exchange HPLC. Increasing concentrations of phosphate ion in solution resulted in 
higher levels of soluble TFPI remaining after incubation at 40°C. Higher levels of 
phosphate ion also resulted in higher levels of active TFPI as assayed by the 
15 prothrombin time assay. These results are shown in Figure SB. 

Stability of TFPI at a concentration of 0.5 mg/mL and formulated in 10 mM 
Na citrate, pH 6 and 150 mM NaCl was also tested at 40°C over a 40 day period. 
As seen in Figure 6, cation-exchange HPLC (triangle) shows the presence of soluble 
TFPI at levels greater than 60% initial, even after the 40 day incubation. In like 
20 manner, the prothrombin time assay (circle) shows the presence of active TFPI at 
levels greater than 60% initial, even after the 40 day incubation. 

Figure 7 shows loss of soluble TFPI at 40°C measured by both cation- 
exchange HPLC (open symbol) and prothrombin time assay (closed symbol) for 0.5 
mg/mL TFPI formulated in 10 mM Na phosphate, pH 6 and either 150 mM NaCl 
25 (triangle) or 500 mM NaCl (circle). 

Figure 8 shows loss of soluble TFPI at 40°C measured by both cation- 
exchange HPLC (open symbol) and prothrombin time assay (closed symbol) for 0.5 
mg/mL TFPI formulated in 10 mM Na acetate and pH 5.5 containing 150 mM Nad 
(triangle) or 8% (w/v) sucrose (square) or 4.5% (w/v) mannitol (circle). 
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Figure 9 shows two non-reducing SDS gels for TFPI formulation samples in 
10 mM NaP0 4 , 150 mM NaCl, and 0.005 % polysorbate-80 at pH 4 to pH 9 stored at 
40°C for 0 days (lower) and 20 days (upper). No loss on TFPI is seen at 0 days. 
However, at 20 days cleavage fragments of TFPI may be seen at the lower pH range 
5 (Le. pH 4 and pH 5). Without being bound to a particular theory, it is believed that 
. these fragments may result from an add catalyzed reaction. 

Finally, Table 2 shows the half-life of remaining soluble TFPI at 40°C for 
various formulations. 0.5 mg/mL TFPI was formulated in these formulation 
conditions and incubated at 40° C. Samples were withdrawn at predetermined time 
10 intervals and loss of soluble and active TFPI were examined by the IEX-HPLC and 
the PT assay. Half-life for remaining soluble TFPI was then calculated by 
performing a single exponential fitting to the IEX-HPLC and PT assay results. 
Example 5 

Elution of TFPI in displacement mode from chromatography resins using 
15 polyionic compounds. 

TFPI is first bound to a resin in a low salt buffer. Next a buffer containing 
the polyionic compound used to elute TFPI in displacement mode, is pumped through 
the column. This compound binds stronger to the resin than TFPI and displaces 
TFPI. For a positively charged resin (anion exchanger) a negatively charged 
20 compound is used and for a negatively charged resin (cation exchanger) a positively 
charged compound is used. 

Partially purified TFPI was used as starting material. TFPI, in 6 M urea, 20 
mM Tris, pH 8.0 was loaded onto a column packed with an anion exchange resin, Q 
Sepharose HP, to 20 mg/mL resin. After loading, the column was washed with 6 M 
25 urea, 20 mM Tris, pH 9.0. TFPI was eluted and 10 mg/ml of Glass H 
(polyphosphate) in 6 M urea, 10 mM Tris, pH 9.0. 
Example 6 

Elution of TFPI from chromatography resin in aqueous buffer using polyionic 
compounds. 
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Table 2 





t1/2 (day) at 40*C 


0.5 mg/ml TFPI formulated in: 


EX-HPLC 


PT assay 


10 mM Na Acetate, 150 mM NaCI, pH 5.5 


10.8 


17.2 


10 mM Na Citrate, 150 mM NaCI, pH 5.5 


12.2 


24.4 


10 mM Na Acetate, 8% (w/v) Sucrose. pH 5.5 


43.2 


42.2 


10 mM Na Acetate, 4.5% Mannitol, pH 5.5 


47.7 


46.6 


10 mM Na Succinate, 150 mM NaCI, pH 6.0 


7.8 


11.0 


10 mM Na Citrate, 150 mM NaCI, pH 6.0 


13.0 


18.8 


10 mM Na Phosphate, 150 mM NaCI, pH 6.0 


7.8 


11.2 


10 mM Na Phosphate, 500 mM NaCI, pH 6.0 


52.2 


68.9 


10 mM Na Citrate, 150 mM NaCI, pH 6.5 


10.0 


14.8 
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For a positively charged resin, a positively charged compound is used and for 
a negatively charged resin, a negatively charged compound is used. 

TFPI, in 3.5. M urea, 1 mg/ml polyphosphate, 50 mM Tris, pH 5.9 was 
5 loaded onto a cation exchange resin, SP Sepharose HP. After loading the column 
was washed with a non-urea containing buffer, 10 mg/ml polyphosphate, 10 mM 
sodium phosphate, pH 5.0. TFPI was eluted in the same buffer at pH 7.5, without 
urea. 

Example 7 

10 Selective elution of TFPI from iort exchange resins using polyionic 

compounds. 

Because of the charged ends of TFPI, oppositely charged polyionic 
compounds can bind to these ends. When the polyionic compound has a higher 
strength of binding to TFPI than does the resin, the TFPI may be selectively eluted 

15 from the chromatography resin. 

TFPI, in 3.5. M urea, 1 mg/ml polyphosphate, 50 mM Tris, pH 5.9 was 
loaded onto a cation exchange resin, SP Sepharose HP. After loading, the column is 
washed with 6 M urea, 1 mg/ml polyphosphate, 10 mM sodium phosphate, pH 5.9. 
TFPI was eluted in a 25 column volume gradient up to 20 mg/ml of polyphosphate. 

20 TFPI starts to elute at about 2-3 mg/ml of polyphosphate. 
Example ft 

Neutralization of polyionic compounds prior to chromatographic separation of TFPI. 
TFPI can interact with charged polymers. This interaction may prevent binding and 
purification to chromatographic resins. By neutralizing the charged polymer with an 
25 oppositely charged polymer, TFPI may bind to the resin. 

In a buffer containing polyphosphate (Glass H), TFPI does not bind to Express 
Ion S (Whatman)and no purification is achieved. By mixing PEI into the column 
load, TFPI now binds to the resin and TFPI can be purified. 
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Example 9 

Refolding and purification of recombinant human TFPI (rhTFPI) using 
Polyphosphate (Glass H) Facilitated Refolding Process. 

Inclusion bodies containing about 40 g of rhTFPI were thawed by removing 
5 the containers from the -20°C freezer and incubating them in a cold room at 4-10°C 
for approximately 196 hours. The thawed inclusion bodies were then dispersed with 
a high shear mixer to reduce the clumping that occurs during freezing. The thawed 
inclusion bodies were added to 80 L of 3 M urea, 50 mM Tris-Cl, pH 10.5 buffer 
containing 2 g/L Glass H contained in a 100 L polyethylene tank equipped with an 

10 overhead stirrer. The contents were mixed for approximately 15 minutes, and then 
the absorbance of the solution is measured at 280 nm. If the absorbance is greater 
than the mixture was diluted with sufficient dissolution buffer to obtain an absorbance 
at 280 nm of 1.0-1.1. The solution was incubated with gentle agitation for 15-30 
minutes, and then sufficient cysteine was added to give a cysteine concentration of 

15 0.1 mM. Hie solid L^cysteine was dissolved in approximately 50 ml of purified 
water and added to the refold mixture. The pH was checked and adjusted to pH 10.2 
if necessary. The refold mixture was incubated with gentle agitation for 96-120 
hours. 

After approximately 96 h, the refolding process was terminated by adjusting 
20 the pH of the refold mixture to pH 5.9 using glacial acetic acid. Stirring was 
continued for 90 minutes and the pH checked. More acid was added, if necessary to 
adjust the pH to 5.9 +/- 0.1. A two-step filtration process was used to remove the 
particulates that formed during previous steps and prepare the acidified refold mixture 
for SP-Sepharose HP chromatography. First the acidified refold mixture is passed 
25 through A Cuno 60LP depth filter (filter housing model 8ZP1P) using a peristaltic 
pump (<S - 3 /s inch inner diameter silicon tubing). . 

The filter system was washed with 8-10 L of deionized 6 M urea before use. 
The filtrate was collected in a 100 L polyethylene tank. Back pressure was 
maintained at a constant 20 PSI. Initial flow rate for a new filter was approximately 
30 5-6 L per minute. Filters were replaced when the flow rate dropped below 1 L per 
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minute in order to maintain the back pressure at 20 PSI. The second stage of the 
filtration used a 0.45 micron filter cartridge (Sartorius Sartobran pH or equivalent) 
with a peristaltic pumping system. After filtration, the pH was checked, and adjusted 
to pH 5.9 if necessary. 
5 The acidified, filtered refold was loaded onto the equilibrated SP Sepharose 

HP column at a flow rate of approximately 80.0 ml/min. Flow rate was adjusted to 
accommodate overnight loading of the acidified filtered refold mixture. The column 
was equilibrated in 6 M urea, 20 mM sodium phosphate buffer pH 5.9 prior to 
loading. After loading, the column is washed with 2 CF of 6 M urea, 0.3 M NaCl, 

10 20 mM sodium phosphate buffer, pH 5.9 prior to the gradient elution step. The 
column flow rate was increased to 190-200 ml/min for the wash step and all 
subsequent steps (linear velocity =~ 47 cm/hr). The product was eluted from the 
column using a linear salt gradient from 0.3 to 0.5 M NaCl in 6 M urea, 20 mM 
sodium phosphate buffer, pH 5.9. The gradient was formed by delivering 6 M urea, 

15 0.5 M NaCl, 20 mM sodium phosphate buffer into 6 M urea, 0.3 M NaCl, 20 mM 
sodium phosphate buffer. Limit buffer was pumped with a Masterflex pump (model 
7553-20) with a Masterflex head (model 7015.21) at a flow rate of approximately 100 
ml/min. with vigorous mixing using a Paratrol A mixer from Parametrics (model 
250210). The total volume of the gradient was 71 .0 liters or 13.0 CV. The pH of 

20 the gradient buffers was 5.92 (+/- .02). Fractions are evaluated qualitatively using 
SDS PAGE and pooled based on the content of the correctly folded SC-59735 relative 
to other misfolds and impurities. After pooling the process stream is referred to as 
the S pool. 

The pH of the S pool was next adjusted to pH 8.0 with 2.5 N NaOH. The S 
25 pool was concentrated 2-3 fold to approximately 2 L using an Amicon DC-10L 
ultrafiltration unit containing an Amicon YM10 spiral cartridge (10,000 M.W. cut-off 
membrane). After concentration, the concentrated S pool was diafiltered against 7 
volumes of 6 M urea, 20 mM Tris-HCl buffer, pH 8.0. The diafiltration was 
considered complete when the conductivity of the retentate was below 2 mS. The 
30 diafiltered concentrate was drained from the ultrafiltration unit and the unit was 
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washed with approximately 1 L of diafiltration buffer. The was is combined with the 
concentrate to form the Q-load. 

An Amicon column (7.0 cm diameter) was packed with approximately 700 ml 
of Q-Sepharose high performance medium (Pharmacia Q-Sepharose HP). The 
5 column was packed with 20% ethanol at 20 psi. The bed height after packing was 
approximately 18 cm. The column was equilibrated with 5 CF of 6 M urea, 0.02 M 
Tris/HCl buffer, pH 8. The target for protein loading is 8-10 mg protein/ml Q 
Sepharose resin. The Q load was applied to the column at a flow rate 30-35 ml/min 
(50 cm/hr). After loading, the column was washed with approximately 5 CV of 6 M 

10 urea, 20 mM Tris/HCl buffer, pH 8.0, or until the absorbance at 280 nm returned to 
baseline. The product was eluted using a sodium chloride gradient from 0-0.15 M 
NaCl in 6 M urea, 20 mM Tris/HCl buffer, pH 8.0 over 25 column volumes. The 
first seven column volumes were collected as a single fraction, followed by 30 
fractions of 0.25 column volume each. 

15 Fractions are routinely analyzed by reducing and non-reducing SDS-PAGE 

and size exclusion chromatography. Fractions are pooled based on aggregate content 
(<5% by SEC HPLC Method MSL 13929) and qualitative evaluation by SDS PAGE 
to assess purity. The fractions are stored frozen at -20°C until pooled. 

Acceptable Q Sepharose fractions were pooled, and the pH of the pool was 

20 adjusted to 7,2 using 2 M HC1. The pool was then concentrated approximately 5 fold 
in an Amicon DC-1 ultrafiltration system containing a S1Y1 Amicon YM-10 
cartridge (10,000 MWCO spiral cartridge membrane). The concentrated Q Pool was 
then diafiltered against seven column volumes of 2 M urea, 0.15 M NaCl, 20 mM 
sodium phosphate buffer, pH 7.2. Following ultrafiltration, the solution was drained 

25 from the ultrafiltration system. Approximately 100 ml of 2 M urea, 0.15 M NaCl, 
20 mM sodium phosphate buffer, pH 7.2 was circulated through the ultrafiltration 
system for approximately 5 min. The rinse solution was combined with the original 
concentrate and the solution was filtered through a 0.45 micron vacuum filter unit 
(Nalgene). 
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Example 10 

Refolding and Purification of rhTFPI using Polyethyleneimine (PEI) 
Facilitated Refolding Process. 

Inclusion bodies containing about 40 g of rhTFPI were thawed by removing 
5 the containers from the -20°C freezer and incubating them in a cold room at 4-10°C 
for approximately 96 hours. The thawed inclusion bodies were then dispersed with a 
high shear mixer to reduce the clumping that occurs during freezing. The inclusion 
body slurry was vigorously blended for approximately 1 minute using a polytron 
homogenizer (Brinkman model PT45/80) or until the inclusion bodies were then 

10 added to 40 L of 6 M urea 100 mM Tris/HCl buffer pH 9.8 containing 300 mM 
NaCl and 0.4 g/L PEI contained in a 100 L polyethylene tank equipped with an 
overhead stirrer. The mixture was vigorously stirred for 20-30 min. The pH was 
monitored and adjusted to pH 9.8 as necessary. The absorbance of the dissolved 
inclusion body mixture was measured at 280 nm, and if the absorbance was greater 

15 than 2.1, the sample was diluted with 10 liters of the dissolution buffer described 
above to obtain an A280 value of 2.0-2. 1 . Gentle agitation was continued for another 
15-30 minutes. Nat, the dissolved inclusion body solution was diluted with an equal 
volume of 1.0 M urea, 300 mM NaCl solution. Finally, L-cysteine was added to 
give a final concentration of 0.25 mM. The solid L-cysteine was dissolved in 50 ml 

20 of WFI and added as a solution to the diluted refold. The pH was checked and 
adjusted, if necessary. The refold continued with gentle mixing for 96-120 hours 
with periodic checks of the pH, and adjustment to pH 9.8, if necessary. The progress 
of the refold was monitored by Mon-S cation exchange and prothrombin time assays. 
After approximately 96 h, the refolding process was terminated by adjusting 

25 the pH of the refold to pH 5.9 using glacial acetic acid. Stirring was continued for 
90 minutes and the pH checked. More acid was added, if necessary to adjust the pH 
to 5.9 /- 0.1. 

A two-step filtration process was used to remove the particulates that formed 
during previous steps and prepare the acidified refold for SP-Sepharose HP 
30 chromatograph. First, the acidified refold is passed through a Cuno 60LP depth filter 
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(filter housing model 8ZP1P) using a peristaltic pump (U - 3 h inch inner diameter 
silicon tubing). 

The filter system was washed with 8-10 L of deionized 6 M urea before use. 
The filtrate was collected in a 100 L polyethylene tank. Back pressure was 

5 maintained at a constant 20 PSI. Initial flow rate for a new filter was approximately 
5-6 L per minute. Filters were replaced when the flow rate dropped below 1 L per 
minute in order to maintain the back pressure at 20 PSI. The second stage of the 
filtration used a 0.45 micron filter cartridge (Sartorius Sartobran pH or equivalent) 
with a peristaltic pumping system. After filtration, the pH was checked, and adjusted 

10 to pH 5.9, if necessary. 

The acidified, filtered refold was loaded onto the equilibrated SP Sepharose 
HP column at a flow rate of approximately 80.0 ml/min. Flow rate was adjusted to 
accommodate overnight loading of the acidified filtered refold. The column was then 
washed with 5.5 column volumes of 6 M urea, 0.3 M NaCl, 20 mM sodium 

15 phosphate buffer, pH 5.9. The column flow rate was increased to 190-200 ml/min 
for the wash step and all subsequent steps (linear velocity =-47 cm/hr). The 
product was eluted from the column using a linear salt gradient from 0.3 to 0.5 M 
NaCl in 6 M urea, 20 mM sodium phosphate buffer, pH 5.9. The gradient was 
formed by delivering 6 M urea, 0.5 M NaCl, 20 mM sodium phosphate buffer into 6 

20 M urea, 0.3 M NaCl, 20 mM sodium phosphate buffer into 6 M urea, 0.3 M NaCl, 
20 mM sodium phosphate buffer. Limit buffer was pumped with a Masterflex pump 
(model 7553-20) with a Masterflex head (model 7015.21) at a flow rate of 
approximately 100 ml/min with vigorous mixing using a Paratrol A mixer from 
Parametrics (model 250210). The total volume of the gradient was 71.0 liters or 

25 13.0 CV. The pH of the gradient buffers was 5.92 (+/- .02). 

Fraction collection was started when the column inlet conductivity reached 
28.0 - 28.5 mS/cm as measured by the in-line Radiometer conductivity meter. Forty 
500 ml fractions (0.1 CV) were collected. A Pharmacia Frac-300 fraction collector 
was used with numbered, 500 ml polypropylene bottles. When the fraction collection 

30 was stopped, the remainder of the gradient was collected as a pool. 
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Column fractions were assayed by A280, size exclusion HPLC, and in 
addition, for informational purposes, SDS PAGE, reverse phase HPLC, and PT 
assays. Fractions were pooled if they met the pooling criteria of containing 20% of 
less aggregate as determined by the in process SEC HPLC, Pooled SP Sepharose 

5 fractions are referred to as the S Pool. 

The pH of the S-pool was next adjusted to pH 8-0 with 2.5 N NaOH. The S 
Pool was concentrated 2-3 fold to approximately 2 L using an Amicon DC-10L 
ultrafiltration unit containing an Amicon YM10 spiral cartridge (10,000 N.W. cut-off 
membrane). After concentration, the concentrated S Pool was diafiltered against 7 

10 volumes of 6 M urea, 20 mM Tris-HCl buffer, pH 8.0. The diafiltration was 
considered complete when the conductivity of the retentate was below 2 mS. The 
diafiltered concentrate was drained from the ultrafiltration unit and the unit was 
washed with approximately 1 L of diafiltration buffer. The was is combined with the 
concentrate to form the Q-load. 

15 An Amicon column (7.0o cm diameter) was .packed with approximately 700 

ml of Q-Sepharose high performance medium (Pharmacia Q-Sepharose HP). The 
column was packed in 20% ethanol at 20 psi. the bed height after packing was 
approximately 18 cm The column was equilibrated with 5 CV of 6 M urea, 0.02 M 
Tris/HCl buffer, pH 8. The target for protein loading is 8-10 mg protein/ml Q 

20 Sepharose resin. The Q load was applied to the column at a flow rate 30-35 ml/min 
(50 cm/hr). After loading, the column was washed with approximately 5 C V of 6 M 
urea, 20 mM Tris/HCl buffer, pH 8.0, or until the absorbance at 280 nm returned to 
baseline. The product was eluted using a sodium chloride gradient from 0-0.15 M 
NaCl in 6 M urea, 20 mM Tris/HCl buffer, pH 8.0 over 25 column volumes. The 

25 first seven column volumes were collected as a single fraction, followed by 30 
fractions of 0.25 column volume each. 

Fractions are routinely analyzed by reducing and non-reducing SDS-PAGE 
and size exclusion chromatography. Fractions are pooled based on aggregate content 
(5% by SEC HPLC) and qualitative evaluation by SDS PAGE to assess purity. The 

30 fractions are stored frozen at -20°C until pooled. 
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The Q-Sepharose fractions to be pooled were thawed by incubation at 2-8°Ct 
pooled, and the pH of the pool was adjusted to 7.2 using 2 MHCL The pool was 
then concentrated approximately 5 fold in an Amicon DC-1 ultrafiltration system 
containing a S1Y1 Amicon YM-10 cartridge (10,000 MWCO spiral cartridge 
S membrane). The concentrated Q Pool was then diafiltered against seven column 
volumes of 2 M urea, 0,15 M NaCl, 20 mM sodium phosphate buffer, pH 7.2. 
Following ultrafiltration, the solution was drained from the ultrafiltration system. 
Approximately 100 ml of 2 M urea, 0.15 M NaCl, 20 mM sodium phosphate buffer, 
pH 7.2 was circulated through the ultrafiltration system for approximately 5 min. 
10 The rinse solution was combined with the original concentrate and filtered through a 
0.45 micron vacuum filter unit (Nalgene). 

Example 1 1 

Solubilization, refolding, and purification of rhTFPI from inclusion bodies 

15 using polyphosphate in the absence of chaotropes such as urea (QDS 5327089,92) 

About 2 g of rhTFPI (43 ml inclusion body slurry containing 46 mg/ml 
rhTFPI) was dissolved with mixing in 4 L of 50 mM Tris buffer, pH 10.5 containing 
4 g/l polyphosphate (Glass H, FMC Corporation) 2-8 "C. Sufficient cysteine and 
cystine was added to make the solutions 0. 1 mM and 0.05 mM respectively. The pH 

20 was maintained at pH 10.5 with 1 N NaOH. The refold solution was incubated at 2- 
8°C with gentle mixing for 72-96 h. 

The refold was next adjusted to pH 6 using glacial acetic acid and then filtered 
through a 0.2 micron filter. An aliquot of the filtered refold was applied to a 200 ml 
column of SP-Sepharose HP (Pharmacia) previously equilibrated in 0.4 % Glass H, 

25 20 mM sodium phosphate pH 6 buffer after loading, the column was washed with 4 
column volumes of 0.4% Glass H, 20 mM sodium phosphate pH6 buffer. The 
column was eluted using a linear pH gradient from 0.4 % Glass H, 20 mM sodium 
phosphate buffer pH 6 to 0.4 % Glass H, 50 mM Tris pH 8 buffer. Fractions were 
collected and analyzed by SDS PAGE. Relatively pure rhTFPI could be refolded and 

30 purified in this manner. 
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Example 12 

Improved solubility of rhTFPI in water by formation of a complex between 
TFPI and polyphosphate (GDS 5327046-47) 

About 10 g of purified rhTFPI in about 1 liter of 2 M urea, 125 mM sodium 
chloride, 20 mM sodium phosphate pH 7.4 buffer was thawed by incubation at 2-8 °C 
for 18-36 h. Sufficient dry urea was added to make the solution 6 M in urea. The 
solution was then filtered through a 0.2 micron filter. Five g of polyphosphate glass 
(Glass H, FMC) was dissolved in 50 ml of 6 M urea, adjusted to pH 7 with 1 N 
NaOH, and added to the protein solution. The solution was then concentrated by 
ultrafiltration using 1 square foot of membrane (Amicon SI Y3) to about 400 ml (-25 
mg/ml) and diafiltered against 10 volumes (about 4 liters) of purified water to remove 
residual urea. After diafiltration, the solution was concentrated to about 250 ml and 
removed from the ultrafiltration unit. The ultrafiltration unit was washed with about 
150 ml of purified water and the was added to the protein concentrate. The final 
protein concentrate contained almost 10 g of protein in 400 ml of water (about 24 
mg/ml protein). The normal solubility of rhTFPI in water is less than 0.5 mg/ml. 
Example; 13 

Use of cationic polymers for removal of E. coli contaminants from TFPI cell 
lysates and refractile bodies. 

The use of cationic polymers to precipitate and remove E coli contaminants 
from crude TFPI intermediates (lysates, refractile bodies) can significantly improve 
subsequence process operations (refolding, chromatography etc.) A random 
screening of cationic polymers identified candidates which selectively precipitate 
bacterial contaminants while TFPI remains in solution. Specifically, Betz polymer 
624 precipitated substantial amounts of bacterial contaminants, while leaving TFPI in 
solution in an aqueous environment. 

Solubilized TFPI refractile bodies (in 3.5 M guanidine hydrochloride, 2 M 
sodium chloride, 50 mM TRIS, 50 mM dithiothreitol, pH7.1) was the starting 
material used for a polymer screening experiment. This material was diluted 10 fold 
into a 0,5% solution of various polymers. The precipitates from this experiment 
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were analyzed by SDS-PAGE for the presence of TFPI. Betz polymer 624 
precipitated substantial amounts of contaminants, no TFPI, and resulted in a clear 
aqueous solution. 
Example 14 

S The use of aqueous two phase extraction with a polyethylene glycol (PEG), 

polyphosphate, urea system offers processing advantages for TFPI purification. 
Typical aqueous two phase systems consist of two polymer systems (e.£., PEG and 
dextran) or a polymer and salt (e.g., PEG and sulfate). The system described here 
has advantages in that the polyphosphate chain length can be optimized for the 

10 separation, is inexpensive and is specific in removing problematic contaminants from 
TFPI refractile bodies known to interfere with refolding and chromatography (native 
polyphosphate and associated divalent metals). 

TFPI refractile bodies were solubilized in 7 M urea, 10 mM CAPS, 1% 
monothioglycerol pHlO. Polyphosphate and PEG of different chain lengths were 

15 added to form two phases. Upon phases separation, the TFPI partitioned into the 
PEG rich upper phase, leaving the polyphosphates and associated contaminants in the 
lower phase. Separation is effected by both PEG and polyphosphate chain length and 
can be optimized by varying both. 
Fyamplft 15 

20 Charged polymer facilitated refolding of recombinant tissue plasminogen 

activator (t-PA) from E. coli inclusion bodies 

Five grams (wet weight) of inclusion bodies containing about 2 grams of 
recombinant tissue plasminogen activator are added to about 1 liter of 0.5 % Glass H, 
50 mM Tris buffer pH 10.8 containing 1 mM reduced glutathione (GSH) and 0.2 

25 mM glutthione disulfide (GSSG). The mixture is thoroughly blended using a 
polytron (Brinkman) homogenizer for 2-3 minutes to thoroughly disperse the 
inclusion bodies. The mixture is incubated with mixing using an overhead stirrer for 
15 minutes while the pH is maintained at 10.5-10.9 using 1 N NaOH. The mixture is 
then gently mixed for 48-72 hours at 2-8oC. 

30 Example 16 
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Charged polymer facilitated refolding of bovine somatotropin from E. coli 
inclusion bodies 

Ten grams (wet weight) of inclusion bodies containing 5 grams of bovine 
somatotropin are added to about 1 liter of 1 % Glass H, 50 mM Tris buffer pH 10.5. 

5 The mixture is thoroghly blended using a polytron (Brinkman) homogenizer for 2-3 
minutes to thoroughly disperse the inclusion bodies. The mixture is incubated with 
mixing using an overhead stirrer for 15 minutes while the pH is maintained at 
10.4-10.6 using 1 N NaOH. Solid cysteine (121 mg) is added to make the reaction 1 
mM cysteine, and the refolding reaction is mixed for 48-72 hours 

10 The patents, patent applications and publications cited herein are incorporated 

by reference. 

The present invention has been described with reference to specific 
embodiments. However, this application is intended to cover those changes and 
substitutions which may be made by those skilled in the art without departing from 
15 the spirit and the scope of the appended claims. 
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1. An aqueous formulation comprising TFPI and a charged polymer wherein the 
concentration of TFPI is greater than 1 mg/ml. 

2. The aqueous formulation of claim 1 wherein the concentration of TFPI is greater 
5 than 5 mg/ml, 

3. The aqueous formulation of claim 1 wherein the concentration of TFPI is greater 
than 10 mg/ml. 

4. The aqueous formulation of claim 1 wherein the concentration of TFPI is greater 
than 20 mg/ml. 

10 5. The aqueous formulation of claim 1 which is pharmaceuticaliy acceptable. 

6. The aqueous formulation of claim 1 wherein the charged polymer is a sulfated 
polysaccharide. 

7. The aqueous formulation of claim 1 wherein the charged polymer is heparin. 

8. The aqueous formulation of claim 1 wherein the charged polymer is dextran 
15 sulfate. 

9. The aqueous formulation of claim 1 wherein the charged polymer is 
polyphosphate. 

10. A method of modifying the solubility of a protein having a first domain which 
has a net positive charge and a second domain which has a net negative charge, 

20 comprising the steps of: 

adding to the protein an aqueous solution of a charged polymer to reduce 
intermolecular or intramolecular interactions between the positively and negatively 
charged domains. 

11. The method of claim 10 wherein the first domain has a charge density of at least 
25 five cationic amino acids in a series of ten consecutive amino acids. 

12. The method of claim 10 wherein the first domain comprises five consecutive 
cationic amino acids. 

13. The method of claim 10 wherein the second domain comprises five consecutive 
anionic amino acids. 



WO 96/40784 PCT/US96/09980 

-47- 



14. The method of claim 10 wherein the second domain comprises five anionic 
amino acids in a series of ten consecutive amino acids. 

15. The method of claim 10 wherein the protein is TFPL 

16. The method of claim 10 wherein the protein is a TFPI mutein. 
5 17. The method of claim 10 wherein the protein is TFPI-2. 

18. The method of claim 10 wherein the protein is in an insoluble form prior to the 
step of adding. 

19. The method of claim 10 wherein a chaotropic agent is also added to the protein. 

20. The method of claim 10 wherein the specific activity of the protein is increased 
10 by said step of adding. 

21. The method of claim 10 wherein the charged polymer is immobilized on a solid 
support. 

22. The method of claim 10 further comprising: 

applying the protein to a solid support before adding the charged polymer. 
15 23. The method of claim 10 further comprising: 

applying the protein to a solid support after adding the charged polymer. 

24. The method of claim 22 wherein the solid support is an ion exchange resin. 

25. The method of claim 23 wherein the solid support is an ion exchange resin. 

26. The method of claim 20 wherein the protein is TFPI. 

20 27. The method of claim 24 wherein the resin and the polymer have opposite net 
charges. 

28. The method of claim 25 wherein the resin and the polymer have opposite net 
charges. 

29. The method of claim 24 wherein the resin and die polymer have the same net 
25 charge. 

30. The method of claim 25 wherein the resin and the polymer have the same net 
charge. 

31. The method of claim 24 wherein the charged polymer is added in a concentration 
gradient to effect selective elution from the solid support. 
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32. A method of refolding an improperly folded or denatured protein comprising the 
step of adding charged polymers to a solution comprising said protein prior to 
allowing said protein to refold. 

33. The method of claim 32, wherein said polymer is a sulfated polysaccharide. 

34. The method of claim 33, wherein said sulfated polysaccharide is dextran sulfate. 

35. The method of claim 33, wherein said sulfated polysaccharide is heparin. 

36. A method of refolding TFPI comprising the step of adding a charged polymer to 
a solution comprising improperly folded or denatured TFPI prior to allowing said 
TFPI to refold. 

37. The method of claim 36, wherein the polymer is dextran sulfate. 

38. The method of claim 36, wherein the polymer is heparin. 

39. The method according to claim 38, wherein the heparin is added in solution, 

40. The method according to claim 36 further comprising the steps of: 

incubating said solution to allow said TFPI to refold, adding salt to 
disassociate the polymer from the TFPI, passing the solution over an HIC column, 
and recovering the TFPI. 

41 . A method of refolding TFPI comprising the step of immobilizing polymers of 
sulfated polysaccharides on a column and passing a solution of denatured . TFPI 
through the column and eluting the refolded TFPI after the refolding has occurred. 

42. The method of claim 41, wherein the sulfated polysaccharide is dextran sulfate. 

43. The method of claim 41, wherein the sulfated polysaccharide is heparin. 

44. A pharmaceutical^ acceptable composition comprising more than 0.2 mg/mL 
TFPI and a solubilizing agent, said solubilizing agent selected from the group 
consisting of: (a) acetate ion; (b) sodium chloride; (c) citrate ion; (d) isocitrate ion; 
(e) glycine; (f) glutamate; (g ) succinate ion; (h ) histidine; (i) imidazole; and 0) 
SDS. 

45. The composition of claim 44 wherein TFPI is present at a concentration of at 
least 1 mg/mL. 

46. The composition of claim 44 wherein TFPI is present at a concentration of at 
least 10 mg/mL. 
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47. The composition of claim 44 further comprising a secondary solubilizer, said 
secondary solubilizer selected from the group consisting of: 

(a)polyethylene glycol; (b)sucrose; (c)mannitol; and (d)sortritol. 

48. The composition of claim 44 further comprising sodium phosphate at a 
5 concentration greater than 20mM. 

49. The composition of claim 44, wherein the composition is hypertonic. 

50. Hie composition of claim 49 wherein the hypertonic composition comprises 0.5M 
NaCl. 

51. The composition of claim 49 wherein the hypertonic composition comprises 
10 0.5MNaPO 4 . 

52. The composition of claim 49 wherein the hypertonic composition comprises 
0.5M sodium citrate. 

53. The composition of claim 49 wherein the hypertonic composition comprises 
0.5M sodium isocitrate. 

15 54. The composition of claim 44 wherein the composition is isotonic. 

55. The composition of claim 44 wherein the pH of the composition is below pH 7.0 
and the solubilizer is not glycine. 

56. The composition of claim 55 wherein the pH of the composition is pH 4.5 or 
below. 

20 57. The composition of claim 44 wherein the solubilizer is acetate ion and the acetate 
ion is present in the composition as sodium acetate or potassium acetate at a 
concentration from 5 mM to 20 mM. 

58. The composition of claim 44 wherein the solubilizer is sodium chloride and the 
sodium chloride is present in the composition at a concentration of at least 0.5M. 
25 59. The composition of claim 44 wherein the solubilizer is citrate ion and the citrate 
ion is present in the composition as sodium citrate or potassium citrate at a 
concentration from 100 mM to 500 mM. 

60. The composition of claim 44 wherein the solubilizer is isocitrate ion and the 
isocitrate ion is present in the composition as sodium isocitrate or potassium isocitrate 
30 at a concentration from 100 mM to 500 mM. 
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61. The composition of claim 44 wherein the solubilizer is glycine and the glycine is 
present in the composition at a concentration from 5 mM to 20 mM. 

62. The composition of claim 44 wherein the solubilizer is glutamate and the 
glutamate is present in the composition at a concentration from 5 mM to 20 mM. 

5 63. The composition of claim 44 wherein the solubilizer is succinate ion and the 
succinate ion is present in the composition as sodium succinate at a concentration 
from 5 mM to 20 mM. 

64. The composition of claim 44 wherein the solubilizer is histidine and the histidine 

is present in the composition at a concentration from 5 mM to 20 mM. 
10 65. The composition of claim 44 wherein the solubilizer is imidazole and the 

imidazole is present in the composition at a concentration from 5 mM to 20 mM. 

66. The composition of claim 44 wherein the solubilizer is sodium docecyl sulfate 

and the sodium docecyl sulfate is present in the composition at a concentration of 

0.001 % to 0.1 % (weight / volume). 
15 67. The composition of claim 47 wherein the secondary solubilizer is polyethylene 

glycol and the polyethylene glycol is present in the composition at a concentration of 

0.2 % to 10 % (weight / volume). 

68. The composition of claim 47 wherein the secondary solubilizer is sucrose and the 
sucrose is present in the composition at a concentration of 0.2 % to 10 % (weight / 

20 volume). 

69. The composition of claim 47 wherein the secondary solubilizer is mannitol and 
the mannitol is present in the composition at a concentration of 1.0 % to 5.0 % 
(weight / volume). 

70. The composition of claim 47 wherein the secondary solubilizer is sorbitol and the 
25 sorbitol is present in the composition at a concentration of 0.2 % to 10 % (weight / 

volume). 



WO 96/40784 



PCT/US96/09980 



1/34 



Load 



TFPI Peak Fractions from 

HIC 



FIGURE 1 



WO 96/40784 



2/34 



PCT/US96/09980 




FIGURE 2 



WO 96/40784 



PCT/US96/09980 



3 /3& 



ax 

e in o 




FIGURE 3 



WO 96/40784 



PCT/US96/09980 



A / 3 A 




FIGURE 4 



WO 96/40784 



PCT/US96/09980 



5/34 

TFP! Solubility (mg/ml) 



oro-t^cr>oooro-fc» 
ro i i i i | i i i | i i i | i i i | i i i | i i i | i i 



CD -I 



- CI 

oo 



IV) 




<> E3 < D> [] <) 



tt r o o J > 

C CO C5" ~ O 



s § s ° f §■ 



I I 1 1 ' 1 1 



I I I 1 I I I I I t I I 1 I 1 1 I 



1 I I 



FIGURE 5 



WO 96/40784 



PCT/US96/09980 



6/34 

TFPI Solubility (mg/ml) 
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C-oepharose elution profile for polyphospL .3 refold 
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Non-reaucmg SOS-PAGE analysts of Q-Seoharose fractions. 
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Non-reducing SDS-PAGE analysis PEI refold timepoints. 
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Sp-Sepharose gradient elution of PEI refold from run # 195005. 




FIGURE 20 



WO 96/40784 



PCT/US96/09980 



Non-reducing SDS-PAGE analysis of SP-Sepharose fractions. 
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Non-reducing SDS-PAGE analysis of SP-Sepnarose fractions. 
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Protein Concentration Profiles of Q Sepharose Elusion 

IQ5004 



a 2 o o 




o z 



a 1012141618202224262830 



I 06000 



o.e 



0-3 



^meilona 



0.7 • 



FIGURE 22 



WO 96/40784 



PCTAJS96/09980 



2 7 / 3 A 



Non-reducing SDS-PAGE analysis of Q-Sepharose fractions from Run* 195005 
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Non-reducing SDS-PAGE analysis of Q-Sepharose fractions from run #195035. 





Gel #3 


Gel #4 






\ /) fi n O rv rv n f\ r** 


»5.500 






8.000:. 
i 






9.000^ 






9.000 w — 

^w^is ^£9' tRff t^^^ 


tsj 5^ «5?jSS? «=» S5S5 i5B 


D,000l*fe 




■ 


t.ooo-^ 






1 2 ; 


3 4 5 6 7 8 9 10 


12 345 67 8 9 10 


Lane# 


Lane Description 


Lane # Lane Description 


1 

2 


Molecular Weight Markers 


1 Molecular Weight Markers 


3 


Fraction 11 


2 

3 Fraction 17 


4 


Fraction 12 


4 Fraction 16 


5 


Fraction 13 


5 Fraction 19 


6 


Fraction 14 


6 Fraction 20 


7 


Fraction 15 


7 Fraction 21 


8 


Fraction 16 


8 Fraction 22 


9 


SC-59735 


9 Fraction 23 


10 




10 SC-59735 



FIGURE 23B 



WO 96/40784 PCT/US96/09980 



29 /34 



iMon-reaucing SOS-PAGE analysis of Q-Sepharose fractions from run #195005. 
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Results of SC-59735 refolding in water with 0.4% polyphosphate. 
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Effects of high concentrations of polyphosphate on SC59735 refold. 
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Introduction 

Coagulation at a site of injury is initiated by exposure of 
blood to cell-surface tissue factor (TF) and formation of the 
TF/VH(VTIa) complex (1,2). The TF/VIIa complex then 
activates both factors IX and X leading to thrombin 
generation and fibrin formation (1,2). TFPI (previously 
known as liproprotein-associated coagulation inhibitor or 
extrinsic pathway inhibitor) appears to play a primary role 
in regulating TF- induced coagulation (1-3). TFPI is pri- 
marily synthesized by the endothelium under normal 
physiologic conditions (4). There are at least three pools of 
TFPI in vivo — —80-85% remains associated with the 
endothelial surface presumably bound to cell-surface glyco- 
saminogrycans, — 10% is associated with lipoproteins in 
plasma and -3% is present in platelets (1). TFPI has a 
molecular weight of —42,000 daltons and consists of three 
tandem Kunitz-type inhibitory domains (5). The physiologic 
inhibition of the catalytic activity of TF/VIIa complex 
occurs in two steps. First, the middle domain of TFPI binds 
to factor Xa and then its first domain binds to factor Vila 
in die TF/VIIa complex (5). The function of third domain 
is not known with certainty but a segment of it including 
me C-terminal cationic tail may be involved in binding to 
the cell-surface glycosamino-giycans (6). The lipoprotein- 
associated TFPI in plasma is C-tenninaily truncated and 
therefore is a less efficient anticoagulant compared to the 
full-length TFPI (3,7,8). It has also been reported that 
depletion of TFPI sensitizes rabbits to endotoxin (9) and 
TF-induced DIC (10), thus establishing an important role 
for TFPI in the physiology of coagulation. Notably there 
are no known inherited clinical conditions with TFPI 
deficiency (11, and Bajaj MS, Bovili B and Bajaj SP, 
unpublished data). 

Abnormal coagulation underlies pathogenesis of many 
serious illnesses. In particular, induced expression of TF 
and TF-mediated coagulation occurs in . atherosclerotic 
plaques (12), sepsis (13,14), malignancy (15),, ARDS (16), 
and glomerulonephritis (17), Importantly, in the cell types 
thought to demonstrate abnormal TF expression in some of 
the above clinical conditions, TFPI expression is either 
absent (18) or delayed (19,20). Moreover, plasma levels of 
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TFPI in above clinical conditions are generally normal or 
high; however, in some subjects levels have also been 
found to be low (11). The reason(s) for this is not clear but 
may be related to the severity of endothelial damage. The 
elevated plasma TFPI levels may also be due to induced 
synthesis of TFPI in serum-stimulated fibroblasts and 
adherent monocytes (19,20) as well as its slightly increased 
expression by the endothelium during an inflammatory 
response (21). 

Several observations support the need for exogenous 
TFPI administration to effectively turn off the TF/VDa 
complex despite the presence of —2-fold (—0.2 jxg/ml) 
elevated plasma TFPI levels in several clinical conditions 
with TF-induced coagulopathy. First and foremost, 
relatively high concentrations of TFPI are required to 
inhibit TF/VIIa complex without the need to initially 
generate factor Xa (22), thus allowing rapid inhibition of 
TF/VIIa catalyzed coagulation before it is initiated. Use of 
such high concentrations of TFPI could prove useful in 
those clinical situations in which a small dot triggered by 
acute exposure to TF after plaque rupture or angioplasty 
could cause serious consequences. Second, the plasma TFPI 
levels achieved during a severe coagulopathy such as sepsis 
are in the range of 0.2 pg/ml whereas efficacy studies 
indicate a need for therapeutic levels of full length rTFPI in 
the range of 1-2 /Ag/ml. (11). Third, plasma TFPI levels do 
not reflect the amount of TFPI associated with the 
endothelial cell surface and maybe insufficient to control 
ongoing intravascular coagulation. And, fourth, the TFPI 
released due to endothelial damage may be C-termmally 
truncated, and therefore a less efficient anticoagulant 
(3,7,8). The above considerations therefore justify 
administration of exogenous TFPI despite its elevated 
plasma levels in several clinical conditions where 
coagulation plays a role in the pathogenesis of disease. 
Preclinical studies discussed in this article suggest that this 
may indeed be the case. 

Two forms of rTFPI are available for therapeutic 
purposes — full -length rTFPI and the two-domain rTFPI in 
which the third Kunitz domain and the C-tenninal region 
has been deleted. These two forms of rTFPI have different 
pharmacokinetics and activity profiles. First, full-length 
rTFPI binds to factor Xa at a much faster rate than die two 
domain rTFPI; as discussed earlier, this results in fastej 
inhibition of TF/VIIa complex (3,8) and .is potentially mon 
likely to be useful when rapid inhibition of TF-inducex 
coagulation is required. Second, in contrast to the two 
domain rTFPI, full-length rTFPI binds to endothelia 
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glycosarainoglycans in microvesscls (6) and therefore might 
be preferable for protection against microvascular 
thrombosis. Third, the two forms of rTFPI also differ in 
their clearance from plasma after intravenous adminis- 
tration. Because of its binding to the cell surface glyco- 
saminoglycans, full-length rTFPI is cleared rapidly from 
circulation and therefore it may be difficult to target it to a 
focal area of arterial wall injury unless administered locally 
via an indwelling catheter. In contrast, the two-domain 
rTFPI persists in circulation for a longer time (23) and may 
be potentially more useful in situations where a generalized 
anticoagulant effect is desired, such as in sepsis or when 
TF-containing vesicles from tumor cells are continuously 
entering the circulation as in Trousseau syndrome. Unless 
specified by the authors of the multiple studies reviewed in 
this paper, rTFPI was assumed to mean full-length rTFPI. 
Also, in this article, unless specifically stated, rTFPI means 
full-length rTFPI. 

Sites of TFPI Synthesis 

• v Under normal physiologic conditions, TFPI is synthesized 
primarily by the microvascular endothelium (Fig. 1) and in 
small amounts by megakaryocytes and macrophages (4,18). 
It is not synthesized by normal hepatocytes or by the 
endothelium of- large vessels (4, IS). Human fibroblasts 
express negligible amounts of TFPI; however, upon serum- 
stimulation the TFPI expression by these cells in increased 
by 6-8 fold (Fig. 2) (19). Similarly circulating monocytes 
express none to very little TFPI; however, monocytes 
adherent to biologic ligands express significant amounts of 
TFPI (Fig. 3) (20). As is the case with endothelial cells, 
TFPI expressed by the stimulated fibroblasts and adherent 
monocytes stays associated with the . cell surface. Thus, 
these three cell types appear to regulate intravascular as 
well as extravascular clotting. 

Potential Therapeutic Applications 

Coronary Artery Disease, Arterial Thrombosis and 
Restenosis 

Disruption of atherosclerotic plaque complicated by acute 
thrombosis is known to underlie acute coronary syndromes 
(24). Several studies have provided evidence of ongoing, 
coronary thrombosis in patients with unstable angina and 
myocardial infarction (25,26). In these patients a 
hypercoagulable state has also been observed (27). 
Moreover, two studies have reported Ac presence of TP in 
macrophages and monocytes in atherosclerotic plaques 
(12,28). It is likely that the rupture of an atheromatous 
plaque exposes this TF to circulating blood with local 
thrombus formation. Indeed, the most thrombogenic site in 
tie plaque is the lipid-rich core (29) where TF is present in 
abundance (24). The mural thrombus formed oh a ruptured 
plaque is resistant to conventional anticoagulation and 
continues to grow despite administration of high doses of 
heparin as well as aspirin (30). 

It appears that inhibition of TF may be a reasonable 
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approach to preventing acute coronary and vasculfr* 
thrombosis. Three animal studies have addressed the 
possibility of inhibiting vascular thrombosis by the use of 
anti-TF antibodies. In the first study, Jang et al. (31) 
exposed the adventitial TF to circulating blood m an 
eversion (inside out) graft model of rabbit femoral artery. 
A 2hr infusion of a neutralizing anti-TF monoclonal anti- 
body prevented thrombosis in 80% of the animals. In the 
second study, Pawashe et al. (32) reported inhibition of 
vascular thrombosis in a stenotic injured rabbit carotid, 
artery model by an anti-TF monoclonal antibody. In the 
third study, Speidel et al. (33) also observed inhibition of 
coagulation on the intimal surface of the balloon injured 
rabbit aorta by an anti-TF antibody. Thus, in all three 
studies an anti-TF antibody was efficacious in inhibiting 
thrombosis. 

A few studies have also investigated the role of TFPI in 
inhibiting TF-induced vascular thrombosis. TFPI purified 
from plasma has been found in vitro to inhibit fibrin 
formation on the procoagulant subendothelial matrix in a 
flow model (34). In another study, Sobel and coworkers 
(35) induced intimal injury, and thrombosis in the dog 
femoral artery using electrical current followed by 
recanalization with tissue plasminogen activator (t-PA). 
Following the infusion of t-PA, none of the dogs infused 
with rTFPI developed reocclusion whereas reocclusion 
occurred in all of the control animals. In a subsequent study 
by the same group (36) in which intimal injury was induced 
in the dog coronary artery, it was also round that rTFPI 
maintains, coronary patency following fibrinolysis. Trie 
results of these two studies are encouraging since aspirin 
and heparin, currently used following thrombolysis, are 
only partially useful in preventing recurrent thrombosis 
(37). 

Restenosis following arterial interventions is caused by 
intimal hyperplasia, which in turn has been suspected to 
result from thrombus formation following arterial injury. In 
two studies, the effect of rTFPI on restenosis following 
intimal injury in animal models was examined and it was 
found that rTFPI causes a significant reduction in the 
incidence of restenosis (38,39). Thus, it appears that rTFPI 
may be beneficial in multiple cardiovascular conditions with 
underlying TF-induced coagulation such as unstable angina, 
following fibrinolysis and percutaneous transluminal 
coronary angioplasty (PTCA), as well as to prevent 
restenosis following arterial interventions. 

Microvascular Anastomosis 

TF expressed in the subendothelial layer of blood vessels 
and exposed to the circulating blood is an important cause 
of thrombosis of microvascular anastomosis particularly in 
patients with extremity trauma. Khouri et al.. (40) admin- 
istered topical rTFPI to a rabbit ear artery after micro- 
vascular repair. The patency rates postoperatively at day 7 
were as follows: untreated control -Oft, heparin irrigation 
(lOU/ml) -40% and rTFPI (20 f*g/ml) -73% <P< 
0.0005). .Another study used a rabbit ear model of 
microvascular surgery with irrigation of vascular lumen 
with rTFPI (41). Ear survival was 95% for animals 
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W o i immunoperoxidase staining TFPI antigen expressed by human lung microvascular endothelial cells grown ui culture. The 
mirnary antibody used was rabbit aniHiumah TFPI IgG and the secondary antibody was biotinylated sheep am> rabbit IgG. The reaction 
was developed with diaiwnpbenzarnidine. Rabbit preimmune IgG was used in the negative control experiment A (left), negative control; 
B (right), positive experiment 




Fig, 2 Immunofluroescence localization of TFPI antigen expressed by serum-stfmulated human fetal lung fibroblasts. The primary 
antibody used was rabbit anti-human TFPI IgG and the secondary antibody was FTTC conjugated goat anti-rabbit IgG. Rabbit 
preimmunue IgG was used in the negative control experiments. A (left), negative control; B (right), positive experiment. 




Fig. 3- InmiuMnuorescerKe dermmstraung expression of TFPI by human periphreal blood monocytes adherent to fibronectln. Primary 
and secondary antibodies are as in Fig. 2. A (left), negative control; B (right), positive experiment. 
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receiving rTFPI (4-40 jig/ml) compared to 20% in die 
untreated controls. Further, in a whole vessel model of 
microvascular anastomosis, rTFPI reduced generation of 
thrombin on the vascular endothelium (42). Based upon 
these studies the clinical efficacy of rTFPI in microvascular 
surgery is currently being evaluated. 

Stroke and Ischemia-ReperfUsion (I/R) Injury 

Activation of coagulation due to I/R injury has been 
implicated in the microvascular perfusion defects in a 
baboon model of experimental acute thrombotic stroke (43). 
Further, in a baboon model of reversible middle cerebral 
artery occlusion, an anti-TF antibody prevented TF- 
mediated coagulation and microvascular perfusion defects 
(44). In another study, Ragni et al. (45) found that an anti- 
TF monoclonal antibody inhibited vascular reocclusion after 
thrombolysis in a rabbit model of carotid artery thrombosis. 
Since TFPI also inhibits TF-induced coagulation, it may 
have potential therapeutic applications in stroke and m I/R 
injury to the brain and possibly other organs such as lung, 
liver, kidney and the spinal cord. In this regard, one study 
examined the protective effect of rTFPI against I/R injury 
in spinal cords of rabbits. Eighty-eight percent of the. 
animals treated with rTFPI versus 20% treated with heparin 
recovered neurologic function (46). In another study, 
Kraemer et al. (47) demonstrated a beneficial effect of 
rTFPI on tissue survival in a rabbit ear model of I/R injury . 
Thus, rTFPI could potentially be used in the setting of I/R 
injury following surgery, shock or acute thrombosis. 



Sqpsis with DIC 

Sepsis is a common cause of morbidity and mortality in the 
hospitalized patient. Endotoxin and cytokines released 
during sepsis activate monocytes and endothelium to 
express TF (13,48). In contrast, cultured endothelial cells 
Stimulated with cytokines or endotoxin upregulate TFPI 
expression only very slightly (21). Thus, the anticoagulant 
surface of the vascular endothelium converts to a 
procoaguiant phenotype when perturbed by various 
inflammatory mediators of sepsis; this leads to DIC and 
thrombosis with, or without wnsumption (48). Although 
TFPI levels in plasma from patients with sepsis and DIC 
are generally elevated , possibly due to endothelial damage 
(1), administration of exogenous rTFPI and anti-TF agents 
could potentially be useful for- several reasons mentioned 
above. In a study by Wildgoose et al., endotoxin-induced 
■DIC in rabbits was Inhibited by ftdminsfratlon of inactivated 
factor YUa (49). Moreover, Bregengard et al. (50) demon- 
strated that two^ornain rTFPI inhibited endotoxin-induced 
DIC in rabbits. Further, in a baboon model of DIC with E. 
coll septic shock, administration of an anti-TF antibody 
inhibited DIC had anti-inflammatory effects and prevented 
mortality (51). In me above baboon model of E. coU sepsis, 
adrninistradon of rTFPI decreased IL-6 levels. (52) arid was 
also found to decrease mortality (52,53). In another study, 
endotoxin-induced coagulation in chimpanzees was inhibited 
by an anti-TF antibody (54) and monoclonal. Fab fragments 



against factor Vila (55). Further, Johnson et al. (56) found 
that rTFPI inhibited IL-8 synthesis, which was induced 
synergistically by coagulation and endotoxin in. a human 
whole blood culture system. Thus, cumulatively, the 
efficacy of rTFPI in inhibiting both the intravascular 
coagulation and the inflammatory response in animal 
models of sepsis with DIC appears to be convincing. A 
phase 2 clincial trial of rTFPI in sepsis is presendy in 
progress. 



AJRDS 

ARDS is a severe pulmonary dysfunction complicating 
sepsis, trauma, aspiration, etc. It is characterized by both 
intravascular (57) and extravascular (58) coagulation and 
fibrin deposition. Idell et al. (58) have demonstrated an 
increased activity of the extrinsic coagulation pathway in the 
alveolar compartment of the hangs in patients with ARDS. 
Furthermore, endothelium is severely perturbed in this 
syndrome. In this context, we have demonstrated a 
significant increase in plasma levels of three endothelial- 
specific proteins, namely, TFPI (59), von Willebrand factor 
antigen (yWF-Ag) (59), and thrombomodulin (unpublished 
observations) in patients with ARDS. In general, plasma 
levels of these three proteins were elevated to a lesser 
degree in patients at-risk for ARDS. To date, no animal 
studies investigating the efficacy of anti-TF agents have 
been reported in ARDS. Nonetheless, one might speculate 
that inhibiting TF-induced coagulation in the lung despite 
the elevated plasma TFPI levels might be one mode of 
therapy that could.be offered in this highly complex 
multifactorial disease. 

Deep Venous Thrombosis (DVT) 

DVT is a frequent complication in the hospitalized patient. 
Three studies have reported the usefulness of rTFPI in two 
different animal models of venous thrombosis. In the first 
study, Spokas et al. (€0) investigated the efficacy of rTFPI 
at 400-800 ftg/kg, given as IV infusion in a rabbit model 
with vena caval thrombosis induced by a crush injury 
combined with stasis. rTFPI was significantly effective in 
preventing/decreasing the size of the thrombus in 83% of 
the animals. However, in this study, efficacy of rTFPI was 
not compared to any other known antithrombotic agent. In 
the two other studies, Hoist et al. (61,62) compared the 
efficacy of two-domain rTFPI to that of- low molecular 
weight heparin in venous thrombosis induced in rabbit 
Jugular veins. Two-domain rTFPI (1.0-lO.Umg/kg) was 
found to .be as effective as low molecular weight heparin; 
further it had no hemorrhagic side effects. Of note, injury 
followed by exposure of TF in the venous wall with TF- 
induced coagulation, is unusual in the pathophysiology of 
DVT, which is felt to be primarily due. to stasis. Thus it is 
doubtful that rTFPI will be routinely used as the first line 
of therapy in DVT, although it is likely mat it may serve as 
an alternative to heparin and low molecular weight heparin 
under those circumstances where complications of heparin 
therapy are noted . 



Malignancy' 

Thromboembolic complications are an important cause of 
morbidity and mortality in patients with cancer. Several 
solid malignant tumors such as tumors of breast, lung, 
pancreas, colon and stomach, stain positively for TF (63). 
Membrane fragments containing TP are shed into the 
circulation by tumor cells and may contribute significantly 
to the hypercoagulable state in cancer (15,64). Kakkar et al. 
(65) recently reported activation of the extrinsic pathway of 
coagulation in patients with solid tumors. Interestingly, the 
plasma TFPI levels are also increased in patients with 
certain types of cancers (66). However, as noted above, a 
hypercoagulable state exists in these patients despite the 
presence of elevated plasma TFPI levels and it is 
conceivable that rTFPI could be used to inhibit ongoing 
activation of coagulation. 

Notably," a new role for TF hi the metastasis of 
malignant tumors has recently become evident. Endothelial 
TF expression in human breast tumors correlated with 
malignant phenotype. and was found to be a marker of 
angiogenesis (67). Further, Meth A sarcoma cell lines 
overexpressing TF were found to have higher mitogenic and 
angiogenic activity (68), and melanoma cell lines expressing 
TF were less invasive after treatment with anti-TF antibody 
(69). These authors (69) also demonstrated that the cyto- 
plasmic domain of TF and not its procoagulant extracellular 
domain was necessary for metastasis. Whether or not the 
use of anti-TF antibodies or rTFPI in animal models of 
tumors will impede tumor growth and metastasis, remains to 
be determined. 



Conclusion 

Anti-TF antibodies and rTFPI have been found to be 
effective in animal models of several diseases in which TP- 
induced coagulation plays a major role. The results of these 
studies are summarized in Table 1 . In studies performed in 
primates, the plasma rTFPI levels needed for therapeutic 
efficacy were — 1-2/ig/ml and could be monitored by FT 
assays (11). The therapeutic dose of rTFPI was determined 
to be ~20mg/kg/day (11). Importantly, no bleeding 
complications were reported at this dose and ~ 10-fold 
higher concentrations were required for bleeding compli- 
cations to occur. Thus, it appears that rTFPI is a safe drug 
when administered at these therapeutic doses. Two-domain 
rTFPI appears to be a much less potent anticoagulant as 
compared to full-length rTFPI and thus may be less 
effective in clinical situations where a rapid antithrombotic 
effect is required: Two-domain nonglycosylated rTFPI has 
a significantly longer half-life (23) and a prolonged anti- 
thrombotic effect, which may be of advantage m certain 
clinical situations. Full-length rTFPI is presently being used 
in clinical trials in patients with sepsis and DIC and in those 
following microvascular surgery. It could also be used in 
other diseases complicated by TF-induced coagulation such 
as unstable angina and to prevent thrombosis following 
fibrinolysis or PTCA for coronary artery disease. rTFPI 
also has the potential to be used in patients with early 
stroke or transient ischemic attacks as well as to minimize 
ischemia-reperfusion injury. Lastly, it may have 
therapeutic value in those conditions which are 



Table I Potential therapeutic indications for TFPI; status of preclinical and clinical trials 



Clinical condition Animal model Anti-TF agent rTFPI clinical 

used trial 



Coronary artery disease, (a) 
arterial thrombosis, (b) 
restenosis (c) 

(d) 


Rabbit femoral artery thrombosis (30) 
Stenotic injured rabbit carotid artery model (31) 
Dog femoral artery injured by electrical current; 

thrombolysis with t-PA (34) 
Dog coronary arteries injured by electrical current (35) 
Restenosis (intimal injury) (37,38) 


Anti-TF antibody 
Anti-TF antibody 
rTFPI infusion 

rTFPI infusion 
rTFPI Infusion 


None 


Microvascular 
anastomosis 


(a) 
(b) 


. Microvascular repair of crushed rabbit ear 
artery (39) 

Microvascular surgery rabbit ear artery (40) 


rTFPI-intra-ar te rial 

irrigation 
rTFPI-intra-arterial 

irrigation 


Trial in 
progress 


Stroke and ischemia 
reperlusion injury 


(a) 
Cb) 

(c) 


Middle cerebral artery occlusion in baboon (43) 
Rabbit carotid artery (44) 
I/R injury-rabbit spinal cord (45) 
•rabbit ear model (46) 


Anti-TF antibody 
Anti-TF antibody 
rTFPI infiision 


. None 


Sepsis with DIC 


(a) 

(b) 
(c) 
(d) 
(e) 


Rabbit, endotoxm-induced DIC (48,49) 

Baboon-E. coll sepsis with DIC (50) 
Baboon-*, coU sepsis with DIC (51,52} 
Chtaipanzee-eiidotoxm-mduced DIC (53) 
Chlmpaiuxe-endbtoxin-mduced DIC. (54) 


Inactivated fVlIa, 
2 domain rTFPI 
Anti-TF antibody 
. rTFPI infusion 
Anti-TF antibody 
Factor.Vn/VIIa 
Fab fragment . 


Phase H trials 
in progress 


Deep venous - 
thrombosis 


(a) 
0>) 


Rabbit vena caval thrombosis (60) 

Rabbit interval jugular vein thrombosis (61,62) 


rTFPI 

Truncated rTFPI 


None 
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accompanied by intravascular coagulation complicated by 
thrombocytopenia and risk for bleeding complications from 
conventional anticoagulant therapy. 



Summary 

Tissue factor pathway of coagulation plays a dominant role 
during normal haemostasis. Tissue factor pathway inhibitor 
(TFPI), expressed- primarily by the microvascular 
endofoelhim, appears to be the major physiologic inhibitor 
of TP-induced coagulation. TP-Initiated coagulation also 
plays an important role in the pathophysiology of many 
diseases including coronary thrombosis, sepsis, dissemi- 
nated intravascular coagulation, stroke, cancer, acute 
respiratory distress syndrome, and ischemia-reperfusion 
injury. Several animal studies have found a beneficial effect 
of anti-TF monoclonal antibodies and recombinant TFPI in 
some of the above clinical conditions. rTFPI is presently 
being used in clinical trials in patients With sepsis and in 
those following microvascular surgery. This article 
discusses many of the animal studies addressing inhibition' 
of TF-induced coagulation, as well as potential therapeutic 
uses of rTFPI in humans. 
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Article 

Efficacy, Safety, and Tolerance of Piperacillin/Tazobactam 
Compared to Co-Amoxiclav plus an Aminoglycoside 
in the Treatment of Severe Pneumonia 



R. Speich, E. Imhof, M. Vogt, M. Grossenbacher, W. Zimmerli 



Abstract An open, randomized, mukicenler study was conducted to compare the 
efficacy and safety of piperaciUin/tazobaciam and co-amoxiclav plus aminoglycoside 
in the treatment of hospitalized patients with severe community-acquired or noso- 
comial pneumonia. Of the 89 patients who entered the study, 84 (94%) were clinical- 
ly evaluable. A favorable clinical response was observed in 90% of the piperacillin/ 
tazobactam group and in 84% of the co-amoxiclav/aminoglycoside group (not signif- 
icant). The bacteriological efficacy was comparable in both groups (96% vs. 92%; 
not significant). There was only one fatal outcome in the piperaciUin/tazobactam 
group compared to six in the co-amoxiclav/aminoglycoside group regimen 
(/*== 0.058). The adverse event rate was non -significantly lower in the piperacillin/' 
tazobactam group compared to the co-amoxiclav/aminoglycoside group (2% vs. 7%; 
F=0.32). Piperacillin/tazobactam is safe and highly efficacious in the treatment of 
serious pneumonia in hospitalized patients. It compares Favorably with the combina- 
tion of co-amoxiclav/aminoglycoside. 



Introduction 

Piperacillin is a semi-synthetic penicillin with a broad 
spectrum of antibacterial activity. Administered paren- 
terally, it has been widely used in the treatment of seri- 
ous infections, including pneumonia [1-3]. However, 
the growing prevalence of 0-lactamase-producing or- 



R. Speich (S) 

Department of Internal Medicine, University Hospital, 
Raemistrasse 100, GH-8091 Zurich, Switzerland 

E. Imhof 

Department of Internal Medicine, Tricmfi Hospital, 
CH-8G63 Zurich, Switzerland 

M Vogt 

Department of Internal Medicine, KamonsspitaJ, 
CH-6300 Zug, Switzerland . 

M. Orossenbacher 

Department of Internal Medicine, KamonsspitaJ, 
CH-5001 Aarau, Switzerland 

W. Zimmerli 

Department of Internal Medicine, UniversitStsktiniken, 
CH-4031 Basel, Switzerland • 



ganisms increasingly limits the clinical efficacy of piper- 
acillin as monotherapy [4]. Tazobactam, a recently de- 
veloped penicillinic acid sulfone, irreversibly inhibits a 
wide range of bacterial ^-lactamases. Consequently, ta- 
zobactam prevents the inactivation of piperarillin by 
/3-lactamase-producing microorganisms such as Staphy- 
lococcus aureus, Haemophilus influenzae, MoraXeUa 
catarrhalis, Escherichia coli, Klebsiella pneumoniae, and 
anaerobes [5^7]. 

In two recent trials, the combination of piperacillin and 
tazobactam was effective, well tolerated, and safe in the 
treatment of hospitalized patients with pneumonia [8, 
9]. Furthermore, two randomized, comparative; multi- 
center trials indicate that piperacillin/tazobactam is as 
effective as cefuroxime and more effective than cefta- 
zidime in this same indication (A.P. Pallett and M.P. 
Carroll, 6th International Congress for Infectious Dis- 
eases, Prague, 1994, Abstract no. 857; M Joshi et al„ 
6th International Congress for Infectious Diseases, Pra- 
gue, 1994, Abstract no. 856). The present study was de- 
signed to compare the efficacy, tolerance, and safety of 
piperacillin/tazobactam with that of co-amoxiclav plus 
aminoglycoside in patients with serious community-ac- 
quired or nosocomial pneumonia. 
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Materials and methods 

Entry Criteria. Participants included patients of cither sex > 16 
years of age with pneumonia defined by the presence of three 
criteria: i) body temperature >3B°C; ii) new or progressive infil- 
trates on chest radiographs or focal signs on physical examination 
of the chest, and iii) at least two of the following: new onset of 
purulent sputum (^25 leukocytes and slO epithelial cells per 
low power microscopical field) or signs of infection (elevated C- 
reactive protein, elevated erythrocyte sedimentation rate, leuko- 
cytosis); respiratory pathogen isolated from blood culture; isola- 
tion of paihogen from sputum or specimen obtained by bron- 
choaiveolar lavage, bronchial brushing or biopsy. The severity of 
the changes on the initial chest radiographs was scored as follows: 
1, mild: unilobar infiltrates; 2, moderate: bilobar infiltrates; 3, se- 
vere: bilateral infiltrates. Only patients with at least one of the 
following criteria indicating nosocomial or serious infections were 
included: i) hospital-acquired infection (at least 48 b after admis- 
sion); ii) underlying disease (diabetes, alcoholism, chronic bron- 
chitis, collagen vascular disease); iii) the presence of at least two 
of tbe following clinical signs: diastolic blood 
£60mmHg; respiratory rate fc3G/min; PaO*£6.6k?a. 

Exclusion criteria included known allergy to any of the study 
drugs; history of cystic fibrosis, tuberculosis, or respiratory tract 
carcinoma; antibiotic therapy wirhin 12 h of enrollment; HIV in- 
fection; neutropenia ( < 1000/rarn 3 ) or thrombopeoia (<50000/ 
mm 3 ); septic shock; hemodialysis, peritoneal dialysis, plasmapher- 
esis or hemoperfusion; elevated serum transaminases, alkaline 
phosphatase or bilirubin (>3 above the normal values); previous 
treatment with piperadilin/iazobaclam or co-amoxiclav/aminogly- 
coside during the present hospital stay; pregnancy or breast feed- 
ing. 

Study Design. This open, randomized, comparative study was 
conducted in five hospital centers in Switzerland Patients were 
randomized to receive either piperacillin/tazobactam or co-amox- 
idav/aminoglycoside io a 1:1 ratio according to a computer-de- 
rived program. Both regimens were administered as 30-min Lv. 
infusions. The piperacillinAazobactam treatment consisted of a 
combination of 4 g of piperacillin and 500 mg of tazobactam at 8 h 
intervals, while tbe co-amoxiclav/aminoglycoside group received 
a combination of 2 g of amoxicillin and 200 mg of clavulanic acid 
at 8 b intervals, plus a single dose of 3-6 mgfeg of aminoglycoside 
(netilmicin or gentamictn). The patients were to be treated for a 
minimum of 48 h and a maximum of 21 days. 

Outcome Measures. During the period of antibiotic treatment, 
routine clinical evaluations were performed daily during Che first 
week, and every 2 to 3 days thereafter. Laboratory parameters 
were determined on day 4 and on the last day of treatment. Bac- 
teriological cultures were repeated on day 4 and, if possible, at 
the cessation of the study, and all concomitant therapy was re- 
corded in detail. Ten to 14 days following the cessation of treat- 
ment, the patient's general status was assessed. 

The clinical response to therapy was classified as follows: non- 
assessable, <48 h of therapy; cure, clinical response with disap- 
pearance of fever, tachypnea, and other clinical signs (except for 
chest x-ray) and symptoms during the treatment period; improve- 
ment, marked reduction of the signs and symptoms of infection, 
without complete resolution; relapse, adequate initial response 
followed by a worsening of the clinical condition due to the occur- 
rence of a bacterial or fungal infection within 7 days of stopping 
treatment; failure, no response to at least 48 h of antibiotic thera- 
py, worsening of the clinical condition due to infection, or 
death. 

Tbe bacteriological efficacy was assessed in padents treated for at 
least 48 h and exhibiting one or more baseline pathogens accord- 
ing to the following classification: documented eradication, all ba- 
seline pathogens eradicated and no new pathogens present in fol- 



low-up cultures; presumed eradication, no repeal sputum sample 
could be obtained in a patient with a favorable clinical response; 
documented persistence, any baseline pathogen was present in "a 
culture or cultures obtained from any site of infection upon com- 
pletion of therapy; presumed persistence, unfavorable clinics) 
outcome, but no follow-up cultures were available; super-infec- 
tion, all baseline pathogens were eradicated but one or more new 
pathogens appeared in the follow-up cultures; indeterminate, 
switch of antibiotic therapy, concomitant antibiotic therapy for 
reasons other than failure, death during therapy for a reason not 
related to the infection, or < 48 b of therapy. 

All adverse events occurring during the trial were recorded. The 
possible relationship of an adverse event to treatment was as- 
sessed as definite, probable, possible, remote, not related, or un- 
known. The safety analysis was performed on .all patients who 
were enrolled in the study (mtent-to-treai). 

Statistical Methods. All values are presented as the mean ±SD. 
Frequencies and categories were compared using Fisher's exact 
test. The Mann-Whitney U test was used for continuous variables. 
A P value <0.05 was considered significant. 



Results 

Patient Characteristics. A total of 89 patients were en- 
rolled: 44 in the piperacillin/tazobactam group and 45 
in the co-amoxidav/aminoglycoside group. The two 
groups were highly comparable regarding demographic 
characteristics, clinical signs, and laboratory as well as 
radiographic parameters of severity of pneumonia (Ta- 
ble 1). Ten patients had nosocomial pneumonia and 79 
serious community- acquired pneumonia. 

Clinical Efficacy. For the clinical efficacy evaluation, 
five patients had to be excluded (3 in the piperacillin/ 
tazobactam group and 2 in the co-amoxidav/aminogly- 
coside group) for tbe following reasons: treatment du- 
ration less than 48 h (n=4), and erroneous inclusion of 
a patient with urinary tract infection (n = l). The mean 
duration of antibiotic therapy in all patients was 10.2 
days for the piperacillin/tazobactam group and 10.1 
days for the co-amoxwlav/aminogrycoside group. In the 
clinically evaluabie patients, the mean duration of 
treatment was 10.7 days for the piperacillin/tazobactam 
group and 10.5 days for the co-amoxi clay/ami noglyco- 
side group. 

The results of the clinical efficacy evaluation (84 pa- 
tients) are presented in Table 2. Clinical cure was 
achieved in 33 (81%) of the patients treated with piper- 
acillin/tazobactam and in 28 (65%) of the patients who 
received co-amoxiclav/aminoglycoside (P =0.091). An 
overall favorable clinical response (cure or "improve- 
ment) was observed in 37 (90%) of the piperacillin/ 
tazobactam patients and in 36 (84%) of the co-amoxi- 
clav/aminoglycoside patients (P =0.288). "There were 
three (7%) treatment failures in the piperacillin/tazo- 
bactam group and six (14%) in the co-amoxiclav/ami- 
noglycoside group (P= 0.266). One patient in each 
group relapsed. 
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Tabic 1 Demographic charac- 
teristics and clinical data at 
presentation of patients 
treated with either pipe rati 1- 
lin/cazobactam or co-amoxi- 
clav/aminogfycoside 



Table 2 Qmical efficacy in 
evaiuable patients treated with 
either plpeTaciliin/tazobactam 
or co-ajnoxiclav/aroirioglyco- 
side 



Characteristic 


PIP/TAZ group 
(„=44) 


Co-AMX/amino group 
(/i =45) 


P value 


Age (years)* 
Nosocomial pneumonia 
Temperature (*Q* 
Leukocytes (109/1)* 
C-reactive protein (mg/l)* 
-Serum urea (mmol/1)* 
Albumin (g/1) 
Radiographic score* 


64.7±18.7 

4/4 
38.9±0.8 
13.7 ±6.1 
185 ±104 
12.2 ±25 
35 ±7 

2J±0.8 


64.6 ±17.0 
6/45 
38.6 ±0.9 

15.0 ±6.6 
186 ±125 

17.1 ±39.1 
34 ±8 

2.3 ±0.7 


>0.5 
0.38 
0.31 
0.48 

>0.5 
0.47 

>0.5 

><X5 


* Values expressed as mean ± SD. 

PIP, piperacillin; TAZ. tazobactam; Co-AMX. cq-amoxiclav; amino, aminoglycoside 




No. (%) of patients 






Outcome 


PIP/TAZ group 
(n=41) v 


Co-AMX/amino group 
(n -43) 


P value 


Cure* 

Improvement b 

Relapse* 

Failure* 


33 (81) 
4 (10) . 

m 


3(2) 
6(12)- 


0.09 
0.2 
>0-5 
0.26 



° Clinical response with disappearance of fever, tachypnea, and other clinical signs (except for chest 
x-ray) and symptoms during the treatment period. 

b Marked reduction of the signs and symptoms of infection, without complete resolution. 

c Adequate initial response followed by a worsening of the clinical condition due to the occurrence 
of a bacterial or fungal infection within 7 days of stopping treatment. 

d No response to at least 48 h of antibiotic therapy, worsening of the clinical condition due to infec- 
tion, or death. 

PIP, piperacillin; TAZ, tazobactam; Co-AMX co-amoxiciav; amino, aminoglycoside. 



Whereas there was one death in the piperacUlin/tazo- 
bactam group, six deaths occurred among patients re- 
ceiving co-amoxiclav/aminoglycoside (P= 0.0586; 
/* = 0.0584 in the intent-to-treat analysis, which in- 
cluded all 89 patients). All causes of death were attri- 
butable to pneumonia, either due to respiratory failure, 
irreversible - septic shock, or multiple organ failure. 
None of these deaths were attributed to the study med- 
ication. 

Bacteriological Efficacy. For the analysis of bacterio- 
logical efficacy, it was necessary to exclude 19 patients 
in the piperacillin/tazobactam group and 18 patients in 
the co-amoxiclav/aminoglycoside group. Bacteriologi- 
cal non-evaluability was due to the absence of a base- 
line pathogen (n=32), treatment duration of less than 
48 h (n =4), and incorrect diagnosis (n = l). Bacteria 
were isolated in 25 of the 41 clinically evaiuable pa- 
tients (61%) in the piperacillin/tazobactam group and 
in 27 of the 43 evaiuable patients (63%) in the co- 
amoxiclav/aminoglycoside group. The majority of the 
patients were infected with a single pathogen; four pa- 
tients had two pathogens, and one patient had three. 
Streptococcus, pneumoniae was the most common pa- 
thogen. It was isolated in 14 of the 25 (56%) piperacil- 
lin/tazobactam patients, and 13 of the- 27 (48%) co- 
amoxiclav/aminogrycoside patients. The second most 
common pathogen was Haemophilus influenzae, which 



was detected in four patients in each group. Twenty 
other pathogens were identified: Staphylococcus aureus 
(n=7), Escherichia coli (n=3), Streptococcus pyogenes 
(n=3) f Haemophilus spp. (n=2), Klebsiella oxytoca 
(«*=2), Klebsiella pneumoniae (n = l), Moraxella catar- 
rhalis (n = 1), and Streptococcus milled (n = 1). 

Fourteen patients (32%) in the piperacillinAazobactarn 
group had positive blood cultures compared to 12 
(27%) in the co-amoxiclav/aminoglycoside group. 
Three patients in the piperacillin/tazobactam group and 
one in the co-amoxiclav/aminoglycoside group har- 
boured Staphylococcus epidermidis, which was consid- 
ered a contaminant. In all four cases there was heavy 
growth of respiratory pathogens in the sputum cultures: 
Streptococcus pneumoniae (n=2), Moraxella catarrhalis 
(rt=l), and Haemophilus influenzae (« = 1). The 11 pi- 
peracillin/tazobactam patients with possibly true-posi- 
tive blood cultures harbored the following microorgan- 
isms: Streptococcus pneumoniae («=8), Haemophilus 
influenzae (« = 1), Escherichia coli («=1), and Staphy- 
lococcus , aureus (n = l). The possibly true-positive 
blood cultures of the 11 aforementioned co-amoxiclav/ 
aminoglycoside patients grew the following microor- 
ganisms: Streptococcus pneumoniae (n=9). Streptococ- 
cus pyogenes (n*= 1), and Klebsiella pneumoniae (n = 1). 
Only one strain of Staphylococcus aureus in the pipera- 
cillin/tazobactam group was resistant to amoxicillin. 



BNSOOOO: <XP__24ie07tA_l_> 



316 



Tabic 3 Bacteriological effica- 
cy in evaluable patients 
treated with either piperacil- 
Hn/tazobactam or co-amoxi- 
clav/aminoglycoside 





No. (%) of patients 






PIP/TAZ group 
(««2S) 


Co-AMX/aruino group 
(n=27) 


P vatue 


Eradication (documented) 


W(56) 


14 (52) 


0.49 


Eradication (presumed) 


10(40) 


11 (40) 
0 


>0.5 


Indeterminate 


1(4) 
0 


0.48 


Persistence (documented) 


1(4) 


>0.5 


Persistence (presumed) 


0 


1(4) 


>0.5 



PIP, piperacillin; TAZ, lazobactam; Co-AMX, co-am ox idav, amino, aminoglycoside. 



Not unexpectedly, seven strains of Streptococcus pneu- 
moniae (1 in the pipeiacUlra/tazobactam group and 6 in 
the co-arnoxiclav/aminoglycoside group) were resistant 
to aminoglycosides. 

The bacteriological efficacy at cessation of antibacterial 
therapy in the 52 evaluable patients is * shown in 
Table 3. A favorable bacteriological response (docu- 
mented or presumed eradication of the baseline pa- 
thogen) was observed in 24 of 25 (96%) evaluable pa- 
tients in the piperacillin/tazobactam group and in 25 of 
27 (92%) patients in the co-amoxidav/arninoglycoside 
group (/>=0.53)> Persistence of the baseline pathogen 
at study cessation occurred in two patients in the co- 
amoxiclav/aminoglycoside group (both Klebsiella oxy- 
toca, 1 case documented and 1 presumed). 

Adverse Events. Four adverse events were registered: 
one in the piperacillin/tazobactam group and three in 
the co-amoxiclav/aminoglycoside group (2% vs. 7%; 
P=0.32). The only' adverse event occurring in the pi- 
peradllin/tazobactam group - an elevated SGPI7 
SOOT serum level - was considered to be possibly due 
to the antibacterial regimen. In the co-amoxiclav/ami- 
noglycoside group, acute renal failure (n=2) and fever 
-of 38.5 °C (« = 1) were considered to be remotely or 
possibly drug related. 



Discussion 

The results of the present trial indicate that piperacillin/ 
tazobactaro is highly efficacious in the treatment of se- 
rious pneumonia in hospitalized patients. Its clinical ef- 
ficacy was at least as good as co-amoxiclav plus amino- 
glycoside. Whereas the clinical cure. rate was slightly 
(but not significantly) higher in the piperacillin/tazo- 
bactam group (81%) compared to the co-amoxiclav/ 
aminoglycoside group (65%), the overall favorable re- 
sponse rate was equal with both regimens. Further- 
more, the piperacillin/iazobactam regimen was as good 
as the comparator therapy with respect to the eradica- 
tion of baseline pathogens. 

Interestingly, although the severity of the pneumonia 
was comparable in both patient groups (Table 1), the 
mortality was lower in the piperacillin/tazobactam 



(2.4%) than in the co-amoxiclav/aminoglycoside group 
(14%). The difference almost reached statistical signifi- 
cance (i>= 0.059). Thus, the mortality rate in the piper- 
acillin/tazobactam group was quite low considering the 
fact that our study included only patients with serious 
pneumonia as defined in the Methods section. The pos- 
sibly drug-related adverse events were non-significantly 
lower with the piperacillin/tazobactam treatment (2%) 
than with the co-amoxiclav/aminoglycoside regimen 
(7%;P=0.32). 

The increasing prevalence of £-lactamase-producing 
microbes has reduced the clinical efficacy of piperacil- 
lin as a monosubstance [4J. The association of the /?- 
lactamase inhibitor lazobactam with piperacillin res- 
tores the activity of the latter to a very considerable de- 
gree, as demonstrated by a number of trials [5-7] and 
by recent worldwide surveys indicating good in vitro ac- 
tivity of tins combination against gram-negative and 
gram-positive, aerobic and anaerobic organisms (A.P. 
Pallett and M.P. Carroll, 6th International Congress for 
Infectious Diseases, Prague, 1994, Abstract no. 857; M. 
Joshi et aL 6th ICID, Prague, 1994, Abstract no. 856) 
[10-13]. The spectrum of activity of piperacillin/tazo- 
bactam extends to most pathogens encountered in se- 
vere bacterial pneumonia. This combination has recent- 
ly been investigated in two non-comparative trials in 
patients with mild to moderate pneumonia [8, 9]. In 
both of these studies, the combination therapy was 
found to be clinically and bacterid ogjcally efficacious, 
well-tolerated and safe. The present trial provides evi- 
dence that this applies also to patients with serious 
pneumonia. Our results are in accordance with two oth- 
er randomized, comparative trials that have shown that, 
in this same indication, piperacillin/tazobactam is as ef- 
fective as cefuroxime (AJP. Pallett and M.P. Carrol), 
6th ICID, Prague, 1994, Abstract no. 857), and more ef- 
fective than ceftazidime (M. Joshi et aL, 6th ICID, Pra- 
gue, 1994, Abstract no. 856), regarding both clinical and 
microbial efficacy. 

In these trials the safety assessments of the piperacillin/ 
lazobactam association were also favorable, and the re- 
sults were independent of the co-administration of ami- 
noglycosides. These latter drugs are often administered 
in combination with other antibacterial substances for 
treatment of severe nosocomial infections. Their use is 
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associated with toxicity and increased costs for moni- 
toring drug serum levels and renal function. Therefore, 
the development of equally effective combinations not 
containing aminoglycosides would be advantageous. 
The present study was designed to provide a direct 
comparison between piperacillin/tazobactam and a 
standard drug combination, namely co-amoxiclav plus 
an aminoglycoside. Our results indicate that the pipera- 
cillin/tazobactam combination compares favorably with 
co-amoxiclav plus an aminoglycoside: Moreover, costly 
monitoring of renal function and drug serum levels are 
not required with the piperacillin/tazobactam treat- 
ment. 

In conclusion., the present clinical trial indicates that pi- 
peracillin/tazobactam^is highly efficacious and safe for 
the treatment of serious pneumonia in hospitalized pa- 
tients. It further demonstrates that this drug combina- 
tion compares favorably with that of co-amoxiclav plus 
an aminoglycoside. 
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